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Antigenic Preparations 

The present invention relates to antigenic 
5 preparations comprising polysaccharides and/or 

glycopeptides preparable from keratinophilic fungi as 
well -as yeasts, processes for the preparation of these 
antigenic preparations, their use as pharmaceutical 
substances as well as their use as vaccines, including 

10 but not limited to, the prophylaxis and treatment of 

allergy, as well as for modulating the immune response. 

Allergy in one form or another afflicts more than 
20 per cent- of the human population, and the alarming 
increase in its prevalence, morbidity and mortality over 

15 the past decade has led to its designation as the number 
one environmental disease (Sutton and Gould, Nature 
1993, 366, pp. 421-428) . Human and animal populations 
are afflicted by allergy to a similar extent. 

In the development of allergy, immunological 

20 reactions play a key role (Paul, William E. (Editor) , 
Fundamental Immunology, Raven Press Books Ltd. , New 
York, 1984) . In principle two different types of 
allergic reactions have been described. One is immediate 
type hypersensitivity (ITH) , for which the maximum 

25 allergic response to the allergen is observed within 
minutes to hours . The second is delayed type 
hypersensitivity (DTH) . In case of DTH, the allergic 
response to the allergen usually reaches its maximum 
after 24 to 48 hours. Most likely ITH is mediated 

30 predominantly via the IgE pathway, whereas DTH is more 
complex- In the development of DTH- it is likely that 
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further cell mediated responses (i.e. B- and T- 
lymphocytes) are involved. For example, after 
transferring lymphocytes and antibodies from allergic 
donor animals to non-allergic recipient animals, the 
recipients developed DTH (Askenase, P.W. (1973), j. exp. 
Med., 138, pp. 1144-1155). 

-Because of their direct exposure to environmental 
antigens, tissues most afflicted by allergies are the 
epithelial tissues, especially the skin. For example, in 
the dermatological clinic, acute allergic contact 
dermatitis and chronic allergic contact eczema account 
for up to 1S% of all dermatoses. Allergic asthma 
accounts for about 20% of all asthma cases in humans. 

Allergic diseases that can be classified as ITH, 
are for example atopic eczema, allergic bronchial 
asthma, hay fever, rhinitis, conjunctivitis. These can 
develop into chronic forms as well and should not be 
considered exclusively as IgE - dependent reactions. 
Examples of DTH are acute allergic contact dermatitis 
and chronic allergic contact eczema, which can further 
be classified as DTH (type IV) with epidermal 
involvement. Such a patient would have previously been 
sensitised through contact with an allergen and has 
developed hypersensitivity. Renewed contact with the 
allergen results in acute, sub-acute or chronic 
inflammatory contact dermatitis. 

One example for an allergic dermatitis from the 
veterinary clinic is Summer Eczema, also called Sweet or 
Queens land Itch. Summer Eczema is an allergic 
dermatitis of horses, belonging to the atopic form of 
allergic diseases (involving Type I and IV reactions) . 
Summer Eczema is provoked by the bite of midges of the 



WO 97/07232 



PCT/EP96/03535 



2> 

families Culicidae and Ceratopgonidae, and characterised 
by skin lesions with permanent erosions and exudations, 
mainly in regions of the mane, tail, and abdomen. 
Afflicted animals display a strong sensitivity of the 
skin with regard to irritations, i.e. touch, rain, wind 
etc., impairing their overall health and performance. As 
with-other allergies, it is believed that the 
development of this disease is also influenced by 
nutritional factors. The symptoms of this disease are 
only visible from March to September, whereas the 
allergen induced sensitivity of the skin is observed 
during the whole year. Summer Eczema provides an 
interesting -general model system for the study of 
allergy and for the development of anti -allergic 
substances . 

Many treatments for allergy have been proposed, 
depending on the clinical picture. For the treatment of 
acute allergic contact dermatitis, chronic allergic 
contact eczema and/or atopic eczema usually lipophilic 
creams comprising glucocorticosteroids, anti -microbial 
substances, anti- inflammatory drugs and/or calcium are 
used. For the treatment of Summer Eczema various 
compounds have been applied locally or parenterally, for 
example steroid preparations, insecticides, different 
galenic formulations, salicylates, oils or peptides 
isolated from micro-organisms. All of the above 
treatments only deal with the symptoms and not the 
causes of allergy. 

Impaired immune response or immunodeficiency often 
play important roles in the development of allergy. 
Therefore, also immunotherapeutic methods, for example 
the administration of immune- stimulators like BCG, 
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levamisol and other stimulators, have been used for the 
treatment of eczema, atopic eczema, skin abscesses, and 
also auto- immune diseases (A.M. Tschernucha (Editor), 
Koscha, published by Medicina in 1982, Moscow). 

For the treatment of flea-allergic dermatitis, the 
administration of antibody derived peptides has been 
successfully used (British patent application No 
8913737) . For the treatment of atopic eczema, 
desensitivisation has also been used with relatively 
good results (A.M. Tschernucha (Editor) , Koscha, 
published by Medicina in 1982, Moscow) . 

In spite of the various different approaches in 
treating allergy, to our knowledge, no antigenic 
compounds preparable from keratinophilic fungi or yeasts 
have been used for the treatment of allergy. 

In the context of the present invention the term 
"soluble" or "nonsoluble" refers to the solubility in 
aqueous solution. The term "antigenic preparation" 
refers to any composition of matter that is able to 
elicit an antigenic or immunogenic response. The term 
"modulating the immune response" refers to the ability 
of the antigenic preparations of the present invention 
to stimulate or enhance the immune response, for example 
as demonstrated by their ability to stimulate the 
proliferation of lymphocytes in cell culture, (a 
detailed review can be found in Strube et al. (1989) 
Vet. Med. Rev., 60, pp. 3-15, Buttner M. (1993) Comp. 
Immun. Microbiol. Infect. Dis., 16, No. l, pp. i-i 0 ) . 

It has now been surprisingly found, that antigenic 
preparations preparable from keratinophilic fungi or 
yeast can be used for the prophylaxis and treatment of 
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allergies, as well as for modulating the immune 
response, particularly in mammals. 

Processes for preparing antigenic material from 
keratinophilic fungi as well as yeasts have now been 
5 developed. The antigenic preparations preparable 

according to these processes comprise polysaccharides 
and/or glycopeptides . The antigenic preparations can be 
used as pharmaceutical compositions as well as vaccines 
for the treatment of animals and humans, especially for 
10 the treatment of allergies and for modulating the immune 
response. It will be understood that the pharmaceutical 
compositions of this invention can have immunological as 
well as pharmacological utility. 

The antigenic material of this invention may also 
15 be prepared from material derived from keratinophilic 
fungi or yeasts, for example from the fungal or yeast 
cell walls. 

For the preparation of the antigenic preparations 
of the present invention, three different processes have 

20 been developed. According to these processes three 

different antigenic fractions (ASMP, ANMP or AEMP) , in 
the following commonly referred to as "fractions", can 
be prepared from keratinophilic fungi as well as yeasts. 
Antigenic preparations comprising more than one fraction 

25 are referred to in the following as "complex 
preparation" or abbreviated "Complex" . 

process 1: The fraction preparable according to this 
process consists of antigenic soluble material 
30 comprising polysaccharide and/or glycopeptides (ASMP) . 
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Briefly this process, which is illustrated in detail in 
Example 1, comprises the following: 

Keratinophilic fungi or yeasts are cultivated on 
Agar plates, for example as described in EP 0564620. One 
preferred medium is for example malt extract agar from 
Oxoid. Other media that will ensure growth of 
keratinophilic fungi or yeast may be used as well. The 
resulting fungal biomass is lifted off and treated with 
an aqueous solution of alkali. Preferred aqueous 
alkaline solutions are NaOH or KOH at preferred 
concentrations of 0.l-5%(w/v). Alkaline treatment is 
preferably at 20 -150 C for up to 30h. Following the 
processing under aqueous alkaline conditions, the solid 
and liquid phases of the preparation are separated, for 
example by centrifugation, filtration or sedimentation. 
Preferably the separation is achieved by centrifugation, 
which ensures good separation of the fungal cell debris, 
for example at forces of about 3500g. The treatment 
under aqueous alkaline conditions, as well as the 
separation step, may be repeated several times. 

After the alkaline treatment, the resulting 
supernatant is treated under acidic aqueous conditions, 
e.g. 0.2-1.5M organic acid or 0.05-1M mineral acid. For 
example HC1 or acetic acid can be used, preferably at pH 
values between pH 2.5 and pH 4.5. Preferably the 
treatment under aqueous acidic conditions is for 2 to 4 
hours at temperatures of 4 to 8 C, whereafter separation 
of the solid and liquid layers takes place. The 
treatment under aqueous acidic conditions, as well as 
the separation step, may be repeated several times, 
preferably under conditions as above indicated. Then, 
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the supernatant from the separation step is subject to a 
precipitation step. Preferably the precipitation is 
performed by adding a suitable organic solvent, e.g. an 
alcohol such as a lower alkanol to the supernatant, for 
5 example methanol or ethanol . A ratio of one volume 

supernatant to 2-5 volumes of alcohol will result in 
good -precipitation of the antigenic material. Other non- 
alcoholic precipitation procedures known to the person 
skilled in the art may be used as well, for example 

10 ammonium sulphate or other salt precipitation may result 
in precipitation of the antigenic material as well. The 
solid phase is then subject to a further separation 
step, preferably under conditions as. described above. 
The resulting solid phase is recovered and if desired is 

15 dissolved in an aqueous solution, preferably in 

distilled water, typically 25 to 100 ml are used. 
Finally the ASMP preparation can be lyophilised and 
stored for prolonged time periods under dry conditions. 

20 Process 2: The fraction preparable according to this 
process consists of antigenic nonsoluble material 
comprising polysaccharide and/or glycopeptides (ANMP) . 
Briefly this process, which is illustrated in detail in 
Example 2, comprises the following: 

25 _ Keratinophilic fungi or yeasts are cultivated on 

Agar plates, for example as described in EP 0564620. A 
preferred medium is for example malt extract agar from 
Oxoid. Other media that will ensure growth of 
keratinophilic fungi or yeast may be used as well. The 

30 resulting fungal biomass is lifted off and treated with 
an aqueous solution of alkali. Preferred aqueous 
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alkaline solutions are NaOH or KOH at preferred 
concentrations of 0 . 1-5% (w/v) . Alkaline treatment is 
preferably at 20-150 c for up to 30h. Following the 
processing under aqueous alkaline conditions, the solid 
and liquid phases of the preparation are separated, for 
example, by centrifugation, filtration or sedimentation. 
Preferably the separation is achieved by centrifugation, 
which ensures good separation of the fungal cell debris, 
for example at forces of about 3500g. The treatment 
under aqueous alkaline conditions may be repeated 
several times, as well as the separation step. After 
alkaline treatment, the solid phase is treated with 
mineral or organic acids. Preferably 0.2-1.5 M acetic 
acid or 0.05-1 M HC1 are added to the solid phase for 
0.5 to 3 hours at temperatures of 70 to 100 C. After 
acidic treatment the solid phase is washed with an 
aqueous solution, preferably distilled water. 
Advantageously the washing is repeated about five times. 
Finally the solid phase is suspended in distilled water. 

Process 3: The fraction preparable according to this 
process consists of antigenic exogenous material 
comprising polysaccharide and/or glycopeptides (AEMP) . 
Briefly this process, which is illustrated in detail in 
Example 3, comprises the following: 

Keratinophilic fungi or yeasts are incubated in 
aqueous solution or cultivated in liquid medium for up 
to 240 hours (the volume of the solution or culture is 
here defined as primary volume PV) . Distilled water can 
be used (see example 3. I.) as well as media described 
in EP 0564620. After incubation or cultivation, the 
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fungal cells are separated, for example, by 
centrifugation, filtration or sedimentation, preferably 
by centrifugation under conditions as described above. 
The resulting supernatant is then lyophilised and 
subsequently dissolved in water. Preferably the volume 
of water equals 0.1 to 0.2 volumes of the primary volume 
(PV) r The resulting solution is then subject to a 
precipitation step. Preferably the precipitation is 
performed by adding a suitable organic solvent, e.g. an 
alcohol such as a lower alkanol to the supernatant, for 
example methanol or ethanol. A ratio of one volume 
supernatant to 2-5 volumes of alcohol will result in 
good precipitation of the antigenic material. Other non- 
alcoholic precipitation procedures known to the person 
skilled in the art may be used as well, for example 
ammonium sulphate or other salt precipitation may result 
in precipitation of the antigenic material as well. The 
resulting precipitate is recovered and if desired is 
dissolved in an aqueous solvent, preferably in distilled 
water. Preferably 0.5 to 50mg of the precipitate are 
dissolved in 1ml of aqueous solvent. Finally the AEMP 
solution can be lyophilised and stored for prolonged 
time periods under dry conditions, preferably at 2 to 
10 C. 

Preferred fungal genera from which the above 
defined Fractions are preparable are the genera 
Trichophyton, Microsporum or Candida. 

Preferred species are: 

- Trichophyton equinum, 

- Trichophyton mentagrophytes , 

- Trichophyton sarkisovii. 
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- Trichophyton verrucosum, 

- Microsporum canis, 

- Microsporum gypseum, or 

- Candida albicans. 
Preferred strains of the above referenced species are: 

- Trichophyton equinum DSM No. 7276, 
■- Trichophyton mentagrophytes DSM No. 7279, 

- Trichophyton sarkisovii DSM No. 7278, 

- Trichophyton verrucosum, DSM 7277, 

- Microsporum canis DSM No. 7281, 

- Microsporum canis var. obesum DSM No. 7280, 

- Microsporum canis var. distortum DSM No. 7275, 

- Microsporum gypseum DSM No. 7274, or 

- Candida albicans, DSM No. 9656. 

All above referenced strains have been deposited by 
the applicant at the DSM ("Deutsche Sammlung von 
Mikroorganismen und Zellkulturen GmbH" , Mascheroder Weg 
IB, D-38124 Braunschweig, Germany) under the provisions 
of the Budapest Treaty on the deposition of micro- 
organisms. All strains except Candida albicans DSM No. 
9656 have been previously described in the USSR Patent 
Application No. 5006861 filed 21. 10.1991, and 
corresponding applications i.e. the published Patent 
Application EP 0564620, filed on 17.10.1992. 

Depending on the species the fractions can be 
obtained from, they are referred to according to the 
following. 

Fractions derived from: 
(i) Trichophyton equinum, are referred to as ASMP-TE, 
30 ANMP-TE, or AEMP-TE, 
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(ii) Trichophyton mentagrophytes, are referred to as 
ASMP-TM, ANMP-TM, or AEMP-TM, 

(iii) Trichophyton sarkisovii, are referred to as ASMP- 
TS, ANMP - TS , or AEMP-TS, 

5 (iv) Trichophyton verrucosum, are referred to as ASMP- 
TV, ANMP -TV, or AEMP-TV, 

(v) -Microspomm canis, are referred to as ASMP-MC, 
ANMP-MC, or AEMP-MC, 

(vi) Microsporum gypseum, are referred to as ASMP-MG, 
10 ANMP-MG, or AEMP-MG, or 

(vii) Candida albicans, are referred to as ASMP-CA, ANMP- 
CA, or AEMP-CA. 

Where information with regard to the specific 
strain is given, the species abbreviation is followed by 
15 the digits of the specific DSM deposit, for example - 

AEMP- CA9 656 refers to the AEMP fraction preparable from 
Candida albicans strain DSM No. 9656. 

The Fractions preparable as defined in any one of 
the above described processes (1 to 3) comprise at least 
20 one single antigen preparable from at least one of the 
above referenced fungi. The antigenic preparations of 
the present invention comprise at least one of the above 
defined fractions or combinations thereof. 

The antigenic preparations (ASMP and AEMP) as 
25 described in Examples 1 and 3: 

1) comprise monosaccharides, amino acids and 
nucleotides, which are bound to a large extend in 
polymeric structures and to a smaller portion are free 
monomers . 

30 2) mainly consist of the monosaccharide units: 

mannose galactose, glucose and xylose and others in 
different relative amount . 
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3) contain a mixture of polymeric structures formed 
by a significant amount of these monosaccharides. A 
significant part of these polymeric structures show 
molecular weights greater than 20 000 kD. 

4) contain low amounts of free or bound amino 
acids . 

-5) contain low amounts of DNA molecules shown to be 
sensitive to digestion with DNase I. 

NMR spectroscopy of the antigenic preparations ASMP 
and AEMP resulted in the NMR spectrograms presented in 
Figures 1 to 4. 

The chemical shifts and signal multiplicities 
(summarized in Table 12) are in agreement with 
literature data for carbohydrates and amino acids. 

For AEMP and ASMP fractions, e.g. MG 7274, TM 7279 
and CA 9656, the carbohydrate signals cover a range from 
3.2 - 5.5 ppm, the amino acid signals a region from 0.75 
- 3.45 (without a- protons ) . 

ASMP also shows typical signals for acetate -CH 3 
1 . 9 2 ppm. 

The AEMP fractions show also typical signals for 
disacharides and amino acids. E.g. the TM 7279 spectrum 
shows signals for aromatic amino acids like 
Phenylalanine, Tyrosine and Tryptophane in the region 
7.15 - 7.9 ppm. 

Concerning single fractions of ASMP or AEMP, 
concentrations of 0.1 to 50mg/ml are preferred. 
Concerning single Fractions of ANMP, concentrations of 
0.1 to 5%(v/v) are preferred. 

Preferred embodiments of the antigenic preparations 
of the present invention comprise for example the 
following combinations of Fractions (Complexes) : 
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Complex 1 comprises ASMP-TM, and ASMP -MG , and ASMP- 
CA. Preferably the concentration of each fraction is 0.1 
to 50mg/ml. A highly preferred embodiment according to 
Complex 1 is a combination of ASMP-TM7279 , ASMP-MG7274 , 
5 and ASMP - CA9 656. 

Complex 1.1 comprises ASMP-MG and ASMP-CA. 
Preferably the concentration of each fraction is 0.1 to 
50mg/ml. A highly preferred embodiment according to 
Complex l.l is a combination of ASMP-MG7274 and ASMP- 
10 CA9656. 

Complex 2 comprises ANMP-TM, and ANMP-MG, and ANMP- 
CA. Preferably the concentration of each fraction is 0*1 
to 5%(v/v). -A highly preferred embodiment according to 
Complex 2 is a combination of ANMP-TM7279 , ANMP-MG7274, 
15 and ANMP-CA9656. 

Complex 3, comprises AEMP-TM, and AEMP-MG, and 
AEMP-CA. Preferably the concentration of each fraction 
is 0.1 to 50mg/ml. A highly preferred embodiment 
according to Complex 3 is a combination of AEMP-TM7279 , 
20 AEMP-MG7274, and AEMP-CA9656. 

Complex 4 comprises ANMP and AEMP. The following 
combinations of fractions are preferred: (1) ANMP-CA and 
AEMP-TM or (2) ANMP-MG, ANMP-TM and AEMP-TM, Preferably 
the concentration of ANMP is 0.1 to 5%(v/v) and that of 
25 AEMP is 0.1 to 50mg/ml. Highly preferred embodiments 

according to Complex 4 are the following combinations: 
4.1 ANMP -CAS 65 6 , and 4.2 ANMP-MG7274 , and 

AEMP-TM7279; ANMP-TM7279 , and 

AEMP - TM72 79 ; 

30 Complex 5, comprises ANMP and ASMP. A preferred 

combination is ANMP-MG, and ANMP-TM, and ASMP-CA. 
Preferably the concentration of the individual ANMP 



WO 97/07232 



PCT/EP96/03535 



10 



15 



11* 

fractions is 0.1 to 5% (v/v) , and that of individual ASMP 
fractions is 0.1 to 50mg/ml. Highly preferred is a 
combination of ANMP-MG7274, and ANMP-TM7279 , and ASMP- 
CA9656 . 

Further preferred antigenic complexes according to 
the present invention comprise for example: ASMP and 
AEMP-or ASMP and AEMP and ANMP at concentrations for 
ASMP and AEMP of 0.1-50mg/ml and for ANMP at 
concentrations of 0.1 to 5% (v/v) . 

The antigenic preparations of the present invention 
can be applied "together with suitable physiologically 
acceptable carriers that do not cause adverse 
physiological side effects, and include buffers, 
solutions or adjuvants, for example salt solutions, 
Lactate solutions or Ringer Solution. Preferred carriers 
are for example: Carrier A: aqueous solution comprising 
0.85% (w/v) NaCl; Carrier B: aqueous solution comprising 
5%(w/v) Glucose, 0.3% (w/v) meat extract -lab-lemco" 
(Oxoid) , and 0.1% (w/v) yeast extract (Oxoid) ; Carrier C: 
Medium RPMI 1640 (purchased from Serva, catalogue no 12- 
702) . 

The antigenic preparations of the present invention 
can be applied per se or as solutions for injection, 
creams, sprays, aerosols, tablets and in other 
25 application forms known to the person skilled in the 

art. The antigenic preparations of the present invention 
may further provide highly efficient vaccines. 

The antigenic preparations of the present invention 
are able to stimulate the proliferation of cells of the 
immune system and thereby are able to modulate the 
immune response. The antigenic preparations of the 
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present invention are further able to inhibit the 
proliferation of human Jceratinocytes . 

The antigenic preparations of the present invention 
may confer a high degree of resistance against allergic 
5 reactions, particularly of epithelial tissues, more 
particularly of the skin. They are of interest for 
preventing and curing allergy, and in our hands have not 
shown adverse side effects as demonstrated in Vivo in 
laboratory animals (i.e. guinea pigs and white mice) and 

10 horses (i.e. cross-breed and Icelandic horses) . 

In particular, acute allergic dermatitis and skin 
lesions may be effectively cured without side effects by 
administering the antigenic preparation of the present 
invention, i.e. by vaccination. After intra muscular 

15 injection (s) of the antigenic preparations of the 

present invention, the symptoms of allergic inflammation 
of the skin, itch and the sensitivity of the skin of 
individuals afflicted with allergic dermatitis may be 
abolished. Complete recovery from all allergic symptoms 

20 has been achieved within 2 to 8 weeks after the final 
injection and the allergen induced sensitivity of the 
skin to irritants was abolished. Further, within 1 to 6 
weeks after the final injection itch may be abolished. 
In a preferred embodiment, the antigenic 

25 preparations of the present invention provide a 

protection and cure for the so called Summer Eczema of 
horses, especially of Icelandic horses. After 1 to 3 
intra muscular or intra dermal injection(s) of the 
antigenic preparations of the present invention, horses 

3 0 afflicted with Summer Eczema may be cured of or 

protected against Summer Eczema, preferred are complexes 
l and l.l. 
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In a further preferred embodiment, the antigenic 
preparations of the present invention provide a 
protection and cure against alopecia in mammals. After 1 
to 3 intra muscular or intra dermal injection (s) of the 
antigenic preparations of the present invention, mammals 
afflicted with alopecia may be cured of or protected 
against alopecia, preferred are Complexes 1 or l.i. 

In another preferred embodiment, the antigenic 
preparations of the present invention improve the hair 
condition and seasonal coat change of mammals. After 1 
to 3 intramuscular or intradermal injections, coat 
condition may be significantly improved and in 
individuals afflicted with incomplete coat change 
complete change to the regular season coat may result, 
preferred are Complexes 1 or l.i. 

In another preferred embodiment, the antigenic 
preparations of the present invention provide a 
protection and cure against eczema. After 1 to 3 intra 
dermal or intramuscular injection (s) of or after topical 
treatment with the antigenic preparations of the present 
invention, mammals, i.e. humans, afflicted with eczema, 
may be cured of or protected against eczema, preferred 
are fractions ASMP-MG, ASMP-CA and ASMP-TM, i.e. ASMP- 
MG7274, ASMP-CA9656 and ASMP - TM72 7 9 or complexes 1 and 
1.1. 

In a further preferred embodiment, the antigenic 
preparations of the present invention provide a 
protection and cure against neurodermitis . After topical 
treatment with the antigenic preparations of the present 
invention, mammals, i.e. humans, afflicted with 
neurodermitis, may be cured of or protected against 
neurodermitis, preferred are fractions ASMP-MG, ASMP-CA 
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and ASMP-TM, i.e. ASMP-MG7274 , ASMP- CA965 6 and ASMP- 
TM7279 or complexes 1 and 1.1. 

The antigenic preparations of the present invention 
may be used to treat a variety of indications such as 
those described in "Klinische Immunol ogie" , Peter, H.H. 
(editor), publ. 1991 by Urban & Schwarzenberg, Munich, 
Germany, for example: 

1. allergic airway diseases 

1.1. allergic rhinitis and conjunctivitis 

1.1.1. seasonal rhino -conjunctivitis 

1.1.2. perennial rhinitis 

1.2. asthma bronchiale 

1.3. status asthmaticus 

1.4. asthma of children 

1.4.1. obstructive lung disease after 
inf ec t i ous bronchiol i t i s 

1.4.2. mild episodic or mild perennial asthma 
bronchiale 

1.4.3. strong perennial asthma bronchiale 

2 . allergic broncho pulmonary aspergillosis 

3 . food allergies 

3.1. IgE-mediated food allergy 

3.1.1. IgE-mediated food allergy of infants 

3.1.2. IgE-mediated food allgery of juveniles 
and adults 

3.2. IgG- and T- cell -mediated food allergies 

3.3. Intolerance to cow's milk 

3.4. Heiner- syndrome 

3.5. eosinophilic gastroenteropathy 
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3.6. coeliac disease 

4. Insect bice/sting allergy 

5. urticaria in all its forms 

5.1. contact urticaria 
-5.2. urticaria concomitant with allergic reactions 

5.3. urticaria concomitant with intolerance to 
additives and inhibitors of prostaglandin 

syn t he sis ( p s eudo - al 1 e r gy ) 

5.4. physical urticaria 

5.4.1. dermatographia (urticaria factitia) 

5.4.2. cholinergic and adrenergic urticaria 

5.4.3. cold- induced urticaria 

5.4.4. light urticaria 

5.4.5. pressure urticaria 

5.4.6. other rare forms of physical urticaria 

5.5. urticarial vasculitis 

5.6. mastocytosis and urticaria pigmentosa 

5.7. urticaria concomitant with infectious diseases 

5.8. urticaria concomitant with immunothyroiditis 

5.9. urticaria and amyloidosis 

6 . angioedema 

6.1. hereditary angloneuroticoedema (HANE) 

6.2. acquired angloneuroticoedema 

7. atopic dermatitis, atopic eczema 



8 . drug related allergy 
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Table 1: Properties and characteristics of Candida 
albicans DSM No. 9656 



Properties and 
characteristics of the 
strain 


DSM No. 9656 


Epidemic strain No. 008 


Description of culture 


10-day colony on 
Saboraud agar is cream 
smooth, pasty, 
glistening, and 
elevated, with a 
central depression, the 
margin of the colony is 
regular, with a 
diameter of 18-22 mm 


10-day colony on 
Saboraud agar is cream 
smooth, pasty, and 
glistening, with folded 
segments, the margin of 
the colony is 
irregular, with a 
diameter txf 1 1 S mm 


Morphological 
characteristics 


spherical oval blasto- 
spores measure 3.5-5x5- 
8 fim, pseudo hyphae are 
5-8 fim wide, hyphae are 
2-3 fim wide. 
Chlamydospores on rice 
agar measure 13-16 ]xm 
in diameter 


spherical oval blasto- 
pores measure 3.5-5x5- 
8 fim, pseudo hyphae are 
5-8 fim wide, hyphae are 
2-3 fim wide. 
Chlamydospores on rice 
agar measure 13-16 iim 
in diameter 


Pathogenic 
characteristics 


30 days after intra 
peritoneal injection of 
10-100 million fungal 
cells into white mice, 
80% of the animals 
carried abdominal 
granulomas, 
no lethal effects are 
observed 


30 days after intra 
peritoneal injection of 
10-100 million fungal 
cells into white mice, 
80% of the animals 
carried abdominal 
granulomas, 

40 % of the animals died 



The present invention further relates to Candida - 
albicans strain DSM No. 9 656, which was obtained by 
directed selection based on stabilisation of cultural - 
morphological characteristics and attenuation of 
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epidemic strain No. 008, which was isolated from a man 
in 1990. 

The biological properties of Candida albicans 
strain DSM No. 9656 are described in Table 1. 

Strain Candida albicans DSM No. S656 further 
differs from the epidemic strain in its population 
stability, and morphological characteristics under long 
term passaging through nutrient media and lower 
virulence. Following the teachings for the preparation 
of antigenic preparations of the present invention, 
highly effective and safe antigenic preparations, 
according to the present invention, can be prepared from 
this strain- 
One skilled in the art will readily appreciate that 
the present invention is well adapted to carry out the 
objects and attain the ends and advantages mentioned as 
well as those inherent therein. The compounds, 
procedures and techniques described herein are presently 
representative of preferred embodiments, are intended to 
be exemplary, and are not intended as limitations on the 
scope . 

Having now generally described the present 
invention, the same will be more readily understood 
through reference to the following examples which are 
provided by way of illustration, and are not intended to 
be limiting of the present invention. 

Exasxples 

For all examples the centrifugation was performed 
at forces between 3000g to 3500g for about 30-50 min. 
The media were purchased from Oxoid (Unipath GmbH, Am 
Lippeglacis 6-8, 46483 Wesel, Germany) or Serva (Serva 
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Feinbiochemica GmbH & Co. KG, Carl-Benz-Str . 7, 69 lis 
Heidelberg, Germany) . If not indicated otherwise, the 
fungi were cultivated as described in the Oxoid 
catalogue "5. aktualisierte deutsche Ausgabe" or in EP 
0564 620. Fungus strains used for the preparation of the 
antigenic preparations of the present invention were 
obtained by selection and attenuation of fungus strains 
as described in N.V. Mazkevitch, 1981, "Spontannaja 
ismentchivost i kariologia nesovershennich gibov", 
published by Isdatelstwo Nauka, Moscow; and Ivanova, 
L.G., 1992, "Sistematika, morphologitcheskaja 
charakteristika, biologitcheskii svojstva vosbuditelej 
dermatophitosov, obshih dlja givotnih i tcheloveka" , 
Moscow, Library of the University of Moscow. Basic 
culturing techniques for mammalian cell cultures can be 
readily found in Doyle, Griffiths, and Newell (Eds.), 
Cell & Tissue Culture: Laboratory Procedures, John Wiley 
& Sons (1995) . For tbe keratinocyte assays HaCaT cells 
were used (Boukamp et al. (1988), J. Cell Biol., 106, 
pp. 7S1-771, and Ryle et al. (1989), Differentiation, 
40, pp. 42-54) isolated keratinocytes or other 
keratinocyte cell lines can be used as well. Horse 
lymphocytes were isolated and cultivated as described in 
Friemel, H. , " Immunol ogische Arbeitsmethoden" , published 
by VEB Gustav Fischer Verlag, Jena, 1984; or Paul, E., 
"Fundamental Immunology", published by Raven Press, New 
York, 1984. Radio assays were essentially performed as 
described in Boehncke et al., 1994, Scand. J. Immunol. 
39, pp. 327-332 and references cited therein. NaOH, KOH, 
HC1 and acetic acid were prepared as aqueous solutions. 
If not indicated otherwise, the term soluble refers to 
the solubility in aqueous solution. Physiologically 
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acceptable carriers used in the experiments described 
below are in example: Carrier A: aqueous solution 
comprising 0.85* (w/v) Nad; Carrier B: aqueous solution 
comprising 5%(w/v) Glucose, 0.3%(w/v) meat extract "lab- 
lemco- (Oxoid). and 0.1% (w/v) yeast extract (Oxoid); 
Carrier C: Medium RPMI 1640 (Serva) . 

Example 1 

Antigenic soluble material comprising 

polysaccharide and/or glycopep tides (ASMP) was prepared 
from: 

Trichophyton mentagrophytes (ASMP-TM) , Microsporum 
gypseum (ASMP-MG) or Candida albicans (ASMP-CA) , 
according to the following procedures: 

Fungi were cultivated on Agar plates as described 
in EP 0S64620. The fungal biomass was lifted off and for 
the production of: 

I. ASMP-TM: 

(i) Trichophyton mentagrophytes biomass was treated 
with 4.5% (w/v) of NaOH at about 140 C for 1 hour 
followed by centrifugation for 45 minutes. To the 
supernatant a 4M solution of acetic acid was added until 
a final pH of 3.5 was reached. After 2 hours the 
sediment was separated by centrifugation and 3 volumes 
of ethanol were added to l volume of supernatant. The 
sediment resulting from the alcoholic precipitation was 
sedimented by centrifugation and dissolved in distilled 
water. Finally the individual ASMP preparations were 
lyophilised. 
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(ii) Trichophyton mentagrophyces biomass was treated 
with 0.2% (w/v) of KOH at about 140°C for 1 hour followed 
by centrifugation. The supernatant was treated with a 1M 
solution of HC1 at a final pH of 3.5 for 4 hours at 4-10 
C. The sediment was then separated by centrifugation and 
2 volumes of ethanol were added to 1 volume of 
supernatant. The sediment resulting from the alcoholic 
precipitation was sedimented by centrifugation and 
dissolved in distilled water. Finally the individual 
ASMP preparations were lyophilised. 

II. ASMP - MG , 

(i) Microsporum gypseum biomass was treated with 
0.2* (w/v) of NaOH at about 140 C for 2 hours followed by 
centrifugation. The sediment was again treated with 
0.2% (w/v) of NaOH at about 140 C for 2 hours followed by 
centrifugation and the procedure was repeated for a 
third time. The final supernatant was then treated with 
a 8M solution of acetic acid at a final pH of 3.5 for 3, 
hours at 18-20 C. The sediment was then separated by 
centrifugation, and 3 volumes of ethanol were added to 1 
volume of supernatant. The sediment resulting from the 
alcoholic precipitation was sedimented by centrifugation 
and dissolved in distilled water. Finally the individual 
ASMP preparations were lyophilised. 

(ii) Microsporum gypseum biomass was treated either with 
3% (w/v) of KOH at about 75 C for 6h followed by 
centrifugation. The sediment was again treated with 
3% (w/v) of NaOH at about 75 C for 6h- followed by 
centrifugation. The final supernatant was then treated 
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with a O.SM solution of HCl at a final pH of 3.5 for 4 
hours at 4-10 C. The sediment was then separated by 
centrifugation, and 3 volumes of methanol were added to 
1 volume of supernatant- The sediment resulting from the 
alcoholic precipitation was sedimented by centrifugation 
and dissolved in distilled water. Finally the individual 
ASMP- preparations were lyophilised. 

III. ASMP-CA: 

(i) Candida albicans biomass was treated with 3.0%(w/v) 
of NaOH at about 75 C for 6h followed by centrifugation. 
The sediment was again treated with 3.0%(w/v) of NaOH at 
about 75 C for 6h followed by centrifugation. The final 
supernatant was then treated with a 12M solution of 
acetic acid at a final pH of 3.5 for 2 hours at 4-10 C. 
The sediment was then separated by centrifugation, and 2 
volumes of methanol were added to l volume of 
supernatant. The sediment resulting from the alcoholic 
precipitation was sedimented by centrifugation and 
dissolved in distilled water. Finally the individual 
ASMP preparations were lyophilised. 

(ii) Candida albicans biomass was treated with 4.5%(w/v) 
of KOH at about 35 C for 3h followed by centrifugation. 
The sediment was again treated with 4.5% (w/v) of NaOH at 
about 35 C for 3h followed by centrifugation, and the 
procedure was repeated for a third time. The final 
supernatant was then treated with a 0.25M solution of 
HCl at a final pH of 3.5 for 4 hours 18-20 C. The 
sediment was then separated by centrifugation, and 2 
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volumes of ethanol were added to l volume of 
supernatant. The sediment resulting from the alcoholic 
precipitation was sedimented by centrifugation and 
dissolved in distilled water. Finally the individual 
ASMP preparations were lyophilised. 

Example 2 

Antigenic nonsoluble material comprising 
polysaccharide and/or glycopeptides (ANMP) was prepared 
from: Trichophyton mentagrophytes (ANMP-TM) , Microsporum 
gypseum (ANMP-MG) or Candida albicans (ANMP-CA) 
according to the following procedures: 

Fungi were cultivated on Agar plates as described 
in EP 0564620. The fungal biomass was lifted off and for 
the production of: 

I. ANMP-TM: 

(i) Trichophyton mentagrophytes biomass was treated 
with 0.2% (w/v) NaOH at about 35 C for 24h followed by 
centrifugation. The sediment was treated with 0.3M 
acetic acid for about 3 hours at about 60 C and washed 
five times with distilled water. Each washing step was 
followed by centrifugation. The final sediment was 
resuspended in an aqueous solution of 0.85% (w/v) NaCl 
(Carrier A) to a final concentration of 0.5% (v/v) of 
ANMP-TM. The ANMP-TM preparation was stored as 
suspension at 2-10 C. 

(ii) Trichophyton mentagrophytes biomass was treated 
with 0.2% (w/v) KOH at about 35 C for 24h followed by 
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centrifugation. The sediment was treated with 0.1 m HCl 
for 30 minutes at 70 C and washed five times with 
distilled water. Each washing step was followed by 
centrifugation. The final sediment was resuspended in 
RPMI 1640 (Carrier C) to a final concentration of 
1.5% (v/v) of ANMP-TM. The ANMP-TM preparation was stored 
as suspension at 2-10 C. 

II- ANMP-MG: 

(i) Microsporum gypseum biomass was treated with 
3% (w/v) NaOH at about 75 C for 6h followed by 
centrifugation. The sediment was treated again with 
3% (w/v) NaOH at about 75 C for 6h followed by 
centrifugation. The resulting sediment was treated with 
0.7M acetic acid for about 4 hours at 60 C and washed 
five times with distilled water. Each washing step was 
followed by centrifugation. The final sediment was 
resuspended in an aqueous solution comprising 5% (w/v) 
glucose, 0.i%(w/v) yeast extract from Oxoid, and 
0.3% (w/v) meat extract "lab lemco" from Oxoid (Carrier 
B) to a final concentration of 2. 5% (v/v) of ANMP-MG. The 
ANMP-MG preparation was stored as suspension at 2-10 C. 

(ii) Microsporum gypseum biomass was treated with 
3* (w/v) KOH at about 35°C for 3h followed by 
centrifugation. The sediment was treated again with 
3% (w/v) KOH at about 35 °C for 3h followed by 
centrifugation, and the procedure was repeated a third 
time. The resulting sediment was treated with 0.5M HCl 
for 30 minutes at 80 C and washed five times with 
distilled. water. Each washing step was followed by 
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centrifugation. The final sediment was resuspended in 
RPMI 1640 (Carrier C) to a final concentration of 
2.0% (v/v) of ANMP-MG. The ANMP-MG preparation was stored 
as suspension at 2-10 C. 

III. ANMP-CA: 

(i) Candida albicans biomass was treated with 4.5% (w/v) 
NaOH at about 140 C for 2 hours followed by 
centrifugation. The sediment was treated again with 
4.5% (w/v) NaOH at about 140 C for 2 hours followed by 
centrifugation, and the procedure was repeated a third 
time. The resulting sediment was treated with 1M acetic 
acid for 1 hour at 60 C and washed five times with 
distilled water. Each washing step was followed by 
centrifugation. The final sediment was resuspended in an 
aqueous solution of 0.85% (w/v) NaCl (Carrier A) to a 
final concentration of 1.5% (v/v) of ANMP-CA. The ANMP-CA 
preparation was stored as suspension at 2-10 C. 

(ii) The Candida albicans biomass was treated with 
4.5% (w/v) KOH at about 140 C for 2 hours followed by 
centrifugation. The sediment was treated again with 
4. 5% (w/v) NaOH at about 140 C for 2 hours, and the 
resulting sediment was treated with 0.1 M HC1 for 30 
minutes at 100 C and washed five times with distilled 
water. Each washing step was followed by centrifugation. 
The final sediment was resuspended in RPMI 1640 (Carrier 
C) to a final concentration of 2. 5% (v/v) of ANMP-CA. The 
ANMP-CA preparation was stored as suspension at 2-10 C. 
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Example 3 

Antigenic exogenous material comprising 
polysaccharide and/or glycopeptides (AEMP) , was prepared 
from liquid cultures of: Trichophyton mentagrophytes 
(AEMP-TM) , Microsporum gypseum (AEMP-MG) or Candida 
albicans (AEMP-CA) . The liquid cultures were cultivated 
under conditions essentially as described in EP 0564620. 
The individual AEMP preparations were obtained according 
to the following procedures. 



I. AEMP-TM: Trichophyton mentagrophytes was incubated 
for 240h at 26 C in 1000ml distilled water. Then, the 
culture, containing about l.2xl0 8 cells per ml, was 
centrifuged. The supernatant was lyophilised and 
15 dissolved in 100ml of distilled water, 3 volumes of 

methanol were added and the precipitate was dissolved in 
aqueous solution. The supernatant was lyophilised 
resulting in AEMP-tm. 



30 



II. AEMP-MG: Microsporum gypseum was cultivated for 50 h 
at 28 C in 200ml of Carrier C (RPMI 1640 medium from 
Serva) . The culture, containing about 3xl0 7 cells per 
ml, was centrifuged. The supernatant was lyophilised and 
dissolved in 20ml of distilled water, 2 volumes of 
methanol were added and the precipitate was dissolved in 
aqueous solution. The supernatant was lyophilised 
resulting in AEMP-TM. 

III. AEMP-CA: Candida albicans was cultivated for 30h in 
800ml of Carrier B (l%(w/v) meat extract lab-lemco from 
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Oxoid, 0.1% (w/v) yeast extract from Oxoid and 5%(w/v) 
dextrose) at 37 C. The culture, containing about 10 8 
cells per ml r was centrifuged. The supernatant was 
lyophilised and dissolved in a small amount of distilled 
5 water, 2 volumes of methanol were added and the 

precipitate was dissolved in aqueous solution. The 
supernatant was lyophilised resulting in AEMP-TM. 

Example 4 

10 The influence of different antigenic preparations 

on the growth of keratinocyte cell cultures (HaCaT cell 
cultures) was determined. 

I. Antigenic fractions ASMP-TM, ANMP-TM, and AEMP-TM 

15 prepared from Trichophyton mentagrophytes DSM No. 7279, 
ASMP-MG, ANMP-MG, and AEMP-MG prepared from Microsporum 
gypseum DSM No. 7274, and ASMP-CA, ANMP-CA, and AEMP-CA 
prepared from Candida albicans DSM No. 9656 were used in 
different concentrations. The ANMP fractions as prepared 

20 according to Example 2 were lyophilised and resuspended 
in PBS (Phosphate Buffered Saline with a phosphate 
concentration of 6.7mM at physiological pH of about 7.2; 
purchased from Serva, Catalogue No 17-516) . 

For cultivation 12 well tissue culture plates from 

25 Falcon (flat bottom, surface area 9.6cm 2 ) were used. To 
each well, 0.15 ml keratinocyte cell suspension (HaCaT 
cells) of about 1 million cells per ml nutrient medium 
(RPMI 1640 supplemented with 10% (w/v) foetal calf 
serum), 2 ml of nutrient medium, and 0.02 - 0.1 ml 

30 antigenic fraction dissolved in PBS were added. To 

control wells no antigenic fraction material was added. 
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Cultivation was performed in an incubator with 5% (v/v) 
C0 2 at a temperature of 3 7 C for about 48 hours until a 
confluent cell mono layer had developed in the control 
wells . 

Inhibition of cell growth was determined by 
comparing the area size of cell sheets treated with the 
antigenic fractions compared to controls not treated 
with antigenic fractions (control = 100%) . The results 
are shown in Tables 2 and 3 . 

Inhibition of cell growth was observed at an ASMP- 
MG concentration of O.lmg/ml, an ASMP-TM concentration 
of p.3mg/ml, and an ASMP-CA concentration of lmg/ml. For 
ANMP (MG, TM, and CA) inhibition was observed at a 
concentration of 1 mg/ml. For AEMP-MG, inhibition of 
cell growth was observed at a concentration of 0.3mg/ml, 
and for AEMP-TM and AEMP-CA at a concentration of 
lmg/ml . 



Example 5 

The influence of different antigenic fractions on 
the cell proliferation of horse lymphocytes was 
determined . 

Antigenic fractions ASMP and AEMP of the fungal 
strains T. mentagrophytes DSM No. 7279, M. gypseum DSM 
No. 7274; and C. albicans DSM No. 9656 were used. A 
suspension of about 40 000 lymphocytes (from Icelandic 
horses) per ml of nutrient medium was prepared. Nutrient 
medium RPMI 1640 was supplemented with I0%(w/v) foetal 
calf serum. Cultivation of the lymphocytes was performed 
in 96, well U- bottom tissue culture plates (Falcon No 
3077) . 200 fil of cell suspension was distributed to each 
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well and 20 ^1 of antigenic fraction dissolved in PBS 
was added. Controls were performed without addition of 
antigenic fraction material. 

The tissue culture plates were incubated at 3 7 C 
5 with 5%(v/v) C0 2 for 72 hours. Then the nutrient medium 
was changed and a H 3 -Thymidine -containing solution (1 fxl 
per well) was added- A second cultivation step for 12 
hours was performed, the culture was washed with PBS. 
Cell proliferation was determined by radio assay 

10 techniques as described in Boehncke et al., 1994, Scand. 
J. Immunol. 39, pp. 327-332, Measurement of the cell 
proliferation was performed by comparing the test 
cultures with the controls not exposed to antigenic 
fraction material. The control values were defined as 

15 100%. The result is shown in Table 4. The individual 
antigenic fractions either had an inhibiting or 
stimulating effect on lymphocyte cell proliferation. 

Example 6 

20 This example illustrates typical complex 

preparations. The complexes (1 to 5) described in this 
example have been prepared from Trichophyton 
mentagrophytes DSM No. 7279, Microsporum gypseum DSM No. 
7274 or Candida albicans DSM No. 9656. 



25 
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I- Complex 1 comprises ASMP-TM, ASMP - MG , and ASMP-CA in 
a suitable carrier, in example 



ComDlex l 


Conce 

A 


sntration [mg/] 
B 


ml] 

C 


ASMP-TM7279 
ASMP - MG72 74 
ASMP- CA9 656 


5 
5 
5 

in carrier 
A or B or C 


10 
10 
10 

in carrier 
A or B or C 


30 
30 
30 

in carrier 
A or B or C 



Complex l.i comprises ASMP-MG, and ASMP-CA in a suitable 
carrier, in example 



Complex 1 
ASMP-MG7274 
ASMP- CAS 65 6 



Conc€ 

A 


mtration [mg/j 
B 


nl] 

C 


5 
5 

in carrier 
A or B or C 


10 
10 

in carrier 
A or B or C 


30 
30 

in carrier 
A or B or C 



II. Complex 2 comprises ANMP-TM, ANMP-MG. and ANMP-CA i 
a suitable carrier, in example 



Complex 2 


A 


Concentrati 
B 


on [%(v/v)] 
C 


D 


ANMP-TM7279 
ANMP-MG7274 
ANMP-CA9656 


0.5 
0.5 
0.5 

suspension 
in carrier 
A or B or 
C 


1.0 
1.0 
1.0 

suspension 
in carrier 
A or B or 
C 


1.5 
1.5 
1.5 

suspension 
in carrier 
A or B or 
C 


2.5 

2.5 

2.5 
suspension 
in carrier 
A or B or 
C 
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III. Complex 3 comprises AEMP-TM, AEMP-MG, and AEMP-CA 
in a suitable carrier, in example 



Complex 3 


Cor 

A 


icentration [mg/r 
B 


nl] 

C 


AEMP-TM7279 
AEMP-MG7274 
AEMP-CA9656 


5 
5 
5 

in carrier 
A or B or C 


10 
10 
10 

in carrier 
A or B or C 


30 
30 
30 

in carrier 
A or B or C 



IV. Complex 4 comprises ANMP and AEMP in a suitable 
carrier, in example 

10 (i) Complex 

4.1 ANMP-CA9656 2.5% (v/v) 
AEMP-TM7279 7.1 mg/ml 
in carrier A or B or C 



(ii) 


Concentration 


Complex 4.2 


A 


B 


ANMP-MG7274 


2.5% (v/v) 


3.0% (v/v) 


ANMP-TM7279 


2.5% (v/v) 


3.0% (v/v) 


AEMP-TM7279 


10 . 5mg/ml 


18 . 5mg/ml 




in carrier 


in carrier 




A or B or C 


A or B or C 
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V. Complex 5 comprises AS MP and ANMP in a suitable 
carrier, in example 





Concpn r rz* f i on 


Complex 5 


A 


B 


ANMP-MG7274 


l-75%{v/v) 


3%(v/v) 


ANMP-TM7279 


1.75%(v/v) 


3%(v/v) 


ASMP-CA9656 


15 . 6mg/ml 


15 . 6mg/ml 




in carrier 


in carrier 




A or B or C 


A or B or C 



Example 7 

The safety of different antigenic preparations was 
tested in vaccination experiments in animal model 
systems (white mice, guinea pigs, and horses). 

Antigenic fractions were prepared as described in 
Examples 1 to 3 and 6 from Trichophyton mentagrophytes 
DSM No. 7279, Microsporia gypseum DSM No. 7274, or 
Candida albicans DSM No. 9656. 

The following clinical observations concerning the 
condition of the vaccinated animals were made daily up 
to five days after each vaccination: 

1. Common Condition 
- appetite 

" influence on locomotion 



Local reaction 

- oedema and inflammation at the injection site 

- changes of the temperature at the injection site 

- development of pain at the injection site 
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- necessity to treat the injection site with 
medicaments 



I. Antigenic preparations were injected one or two times 
5 with an interval of 10 days intra abdominally into white 
mice and intra abdominally and sub cutaneous ly into 
guinea pigs. The antigenic preparations, their 
concentrations and the results are shown in Tables 5 and 
6 (A and B) . The subcutaneous or intra abdominal 
10 injection of the fungal antigens as single or complex 

preparations mostly had no adverse effect on the general 
condition of the animals and a local reaction at the 
injection site was not observed. 



15 II. Complex preparations of the fungal antigens as 

described in Example 6 (Complexes 4.1, 4.2, and 5) were 
each once injected intra muscular into the same horse at 
different locations (left and right side of the neck and 
in one of the chest muscles. Three different horses were 

20 vaccinated: (i) one pregnant mare, (ii) one foal, age : 
7-8 months, and (iii) one stallion, age: 6 years. The 
antigenic preparations, their concentrations and the 
results are shown in Table 7. 

The intra muscular injection of the fungal antigens 

25 as complex preparation had no influence on the general 
condition of the horses and a local reaction at the 
injection site was not observed. These studies 
demonstrate the excellent safety of the antigenic 
preparations of the present invention. 



30 
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Example 8 

The influence of different antigenic preparations 
on the condition of skin and hairy coat was studied in 
white mice. 

The antigenic preparations were prepared as 
described in Examples 1 to 3 and 6 from Trichophyton 
mentagrophytes DSM No. 7279, Microsporia gypseum DSM No 
7274, or Candida albicans DSM No. 9656. 

The antigenic preparations were injected two times 
in an interval of 10 days intra abdominally into white 
mice. Observation of the condition of skin and hairy 
coat continued for five days. The antigenic 
preparations, their concentrations and the results are 
shown in Table 8. Injections of the antigenic 
preparations improved the condition of skin and hairy 
coat of white mice, as compared to control animal 
afflicted with dermatitis. 



Example 9 

The efficacy of three different antigenic 
preparations was studied by vaccination of Icelandic 
horses afflicted with Summer Eczema in a placebo 
controlled trial . 

The antigenic preparations were prepared as 
described in Examples 1 to 3 and 6 from T. 
mentagrophytes DSM No. 7279, m. gypseum DSM No. 7274 and 
C. albicans DSM No. 9656. A volume of 1 ml of Carrier A 
containing the individual antigenic preparations was 
injected three times intra muscularly. The interval 
between each injection was five days. Injections were 
administered alternately in the right and left side of 
the chest muscle. The antigenic preparations, their 
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concentrations and the results are shown in Tables 9 and 
10. 

Administration of an antigenic preparation 
comprising ASMP-MG72 74 , ASMP-TM7279, and ASMP-CA9656 
resulted in the complete cure of all vaccinated horses 
(3) four weeks after the third injection. The horses of 
the control group (injection of Carrier A without 
antigens) did not show any signs of recovery. 

Example 10 

The safety of three different antigenic 
preparations was studied by vaccination of Icelandic 
horses afflicted with Summer Eczema in a placebo 
controlled trial. 

The antigenic preparations were prepared as 
described in Examples 1 to 3 and 6 from T. 
mentagrophytes DSM No. 1219, M. gypseum DSM No. 7274 and 
C. albicans DSM No. 9 656, A volume of 1 ml of Carrier A 
containing the individual antigenic preparations was 
injected three times intra muscularly . The interval 
between each injection was five days. Injections were 
administered alternately in the right and left side of 
the chest muscles. Animals were observed for side 
effects during a time span of three days after each 
injection. The antigenic preparations, their 
concentrations and the results are shown in Table 11. 
General side effects like fever or loss of appetite were 
not observed. Only one of the antigenic preparations 
induced swelling at the injection- side . This minor side 
effect was observed in only one horse. No signs of pain 
were observed. 
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Rxample 11 

The antiallergic efficacy of single fractions ASMP- 
TM7279, ASMP-MG7274 and ASMP-CA9656 as well as of 
complex l comprising ASMP-TM7279, ASMP-MG7274 and ASMP- 
CA9656 has been studied in a laboratory animal model. 

Single fractions have been prepared according to 
example 1. Complex 1 was prepared according to examples 
1 and 6. 

CF-1 mice have been sensitzed following the modell 
and instructions of the Mouse Ear Swelling Test (Gad SC, 
Dimm BK, Dobbs DW, Reilly c, Walsh RD: Development and 
Validation of an Alternative Dermal Sensitization Test: 
The Mouse Ear Swelling Test (MEST) . Toxicology and 
Applied Pharmacology 84, 93-114, 1986. This is a well 
known, validatet and OECD accepted test to examine 
allergic substances. To prove the efficacy of the 
complex or its single fractions for its anti allergic 
potency in a laboratory animal ear swelling which is 
caused by the allergene should be prevented. A placebo 
controled blind study with mice and two different 
allergens had been conducted: 

The MEST was performed with CF-l mice, which are 
most sensitive for allergenes. 6-10 week old CF-l mice, 
have been prepared by shaving the abdominal skin, 
injecting 0,05ml of Freund^s Adjuvans and applying lOO/il 
of the allergene l-chloro-2, 4-dinitrocholorbenzene 
(DNCB) in one trial and mite allergene in another trial 
topically to the shaved abdominal skin from day 0 to 4 . 
Seven days later 20 M 1 of the allergene had been applied 
topically to the test ear, the dissolving solution to 
the control ear. 24 and 48 h later the ear thickness 
have been measured. The same procedure has been carried 
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out with the control group, which has been treated with 
placebo instead of the complex respectively the 
fractions of the complex. 

Administration of single fractions ASMP-TM7279, 
5 ASMP-MG7274 and ASMP - C A9 656 as well as of complex 1 
comprising ASMP-TM7279 , ASMP-MG7274 and ASMP-CA9656 
resulted in 9 0% reduced ear swelling after sensitization 
with mite allergene and 87,5% reduced ear swelling after 
sensitization with DNCB 48h following rechallenge in 
10 comparison to the control groups. 

Example 12 

The efficacy of a complex preparaton, comprising 
antigenic preparations ASMP-MG7274 and ASMP-CA9656 , 
prepared as described in Example l, was demonstrated by 
vaccination of an Icelandic horse afflicted with Summer 
Eczema. 

Intradermal injections of a volume of 0.4ml of 
Carrier A containing 0.2mg of MG and 0.2mg of CA for 
three times, with an interval of five days between each 
injection, resulted in the cure of the vaccinated horse 
three weeks after the final injection, as evidenced by 
significant decrease of the clinical symptoms. No side 
effects have been observed. 

Example 13 

The efficacy of an antigenic preparation prepared 
as described in Example 1 (ASMP) from Microsporum 
gypseum DSM No. 7274 was demonstrated by vaccination of 
an 41 year old man suffering from an eczema with 
inflammation, itching and erosions on the skin between 
the 4th and 5th toe. 
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A volume of 0 . 1ml of Carrier A containing 0 . 4mg of 
ASMP-MG72 74 was injected intradermally , once only. The 
skin turned to normal 4-5 days after treatment. 

Itching already had disappeared 24h after 
injection. No severe side effects have been observed. 

Example 14 

The efficacy of an antigenic preparation prepared 
as described in Example 1 (ASMP) from Candida albicans 
DSM No. 9 656 in the treatment of neurodermitis was 
demonstrated. 

ASMP-CA9656 was mixed into a cream, using "Kamill 
Hand und Nagelcreme" purchased from Procter & Gamble, to 
a final concentration of 60mg ASMP-CA9656/ml cream. The 
preparation was applied topically to a 3 year old girl 
suffering from neurodermitis with yellow crusts on the 
skin near both ears. The cream was applied topically to 
the defect part of skin once per day for 30 days. After 
this treatment the skin returned to normal. Side effects 
have not been observed. 

Example 15 

The efficacy of an antigenic preparation prepared 
as described in Example 1 (ASMP) from Microsporum 
gypseum DSM No. 7274 in the treatment of eczema was 
demonstrated . 

ASMP -MG72 74 was mixed into a cream, using "Kamill 
Hand und Nagelcreme" purchased from Procter & Gamble, to 
a final concentration of 60mg ASMP-CA9656/ml cream, A 30 
year old man suffering of an eczema with inflammation, 
erosions and itching on the ring finger was treated by 
topical application of the aflicted parts of the skin 
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once per day for 3 0 days. This resulted in complete cure 
after treatment. Itching had disappeared a few days 
after treatment start. Side effects have not been 
observed. 

5 

Example 16 

-The efficacy of antigenic preparations, prepared as 
described in Example 1 (ASMP) from Microsponun gypseum 
DSM No. 7274, Trichophyton mentagrophytes DSM No. 7279, 

10 and Candida albicans DSM No. 9656, has been tested by 

vaccination in a 5 year old horse which had not changed 
the winter coat till June. A volume of 1ml of Carrier A 
containing 15mg of each antigenic preparation ASMP- 
MG7274, ASMP-TM7279 and ASMP - CA9 65 6 (final concentration 

15 45mg ASMP /ml) was injected three times with an interval 
of five days intramuscularly, what resulted in complete 
change to regular season coat within 15 days. Side 
effects have not been observed. 

20 Example 17 

The efficacy of a complex antigenic preparations 
prepared as described in Example 1 (ASMP) from 
Microsporum gypseum DSM No. 7274, Trichophyton 
mentagrophytes DSM No. 7279, and Candida albicans DSM 
♦25 No. 9656 for the treatment of alopecia is demonstrated. 

Two 7 year old horses suffering from alopecia one 3 
- 5 and one on 7 - 10 different locations all over the 
body were treated with a vaccine containing lOmg of each 
antigenic preparation ASMP-MG7274, ASMP-TM7279 and ASMP- 
30 CA9656 in 1 ml of carrier A (final concentration 

3 0mg/ml) . The vaccine was injected three times with an 
interval of five days intramuscularly, what resulted in 
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complece restitucion of the coat of both horses 10 days 
after the last application. Side effects have not been 
observed . 



Example 18 

The efficacy of a complex antigenic preparation 
prepared as described in Example 1 (ASMP) from 
Microsporia gypseum DSM No. 7274, Trichophyton 
mentagrophytes DSM No. 7279, and Candida albicans DSM 
No. 9656 for the treatment of alopecia in horses is 
demons tra t ed . 

A 10 year old horse suffering from alopecia on 10 
12 different locations all over the body was treated 
with a vaccine containing lSmg of each antigenic 
preparation ASMP-MG7274, ASMP-TM7279 and ASMP - CA9 656 in 
1 ml of carrier A (final concentration 45mg/ml) . The 
vaccine was injected three times with an interval of 
five days intramuscularly, what resulted in complete 
restitution of the coat 15 days after the last 
application. Side effects have not been observed. 

Example 19 

The efficacy of a complex antigenic preparation 
prepared as described in Example l (ASMP) from 
Microsporum gypseum DSM No. 7274, Trichophyton 
mentagrophytes DSM No. 7279, and Candida albicans DSM 
No. 9656 for the treatment of alopecia in dogs is 
demonstrated . 

A 3 year old female dog suffering from alopecia on 
2-3 different locations all over the body was treated 
with a vaccine containing lOmg of each antigenic 
preparation ASMP-MG7274, ASMP - TM72 79 and ASMP-CA9656 in 
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1 ml of carrier A (final concentration 3 0mg/na) . The 
vaccine was injected three times with an interval of 
five days intramuscularly, what resulted in complete 
restitution of the coat 15 days after the last 
5 application. Side effects have not been observed. 



Example 20 

The efficacy of a complex antigenic preparation 
prepared as described in Example 1 (ASMP) from 
10 Microsporum gypseum DSM No. 7274 , Trichophyton 

mentagrophytes DSM No. 7279, and Candida albicans DSM 
No.. 9656 for the treatment of alopecia in dogs is 
demonstrated . 

Two male dogs, one 5 years and one 8 years old, 

5 suffering from alopecia on 2 - 4 different locations all 
over the body were treated with a vaccine containing 
15mg of each antigenic preparation ASMP-MG7274 , ASMP- 
TM7279 and ASMP-CA9656 in 1 ml of carrier A (final 
concentration 45mg/ml) . The vaccine was injected three 

0 times with an interval of five days intramuscularly, 
what resulted in complete restitution of the coat 3 0 
days after the last application. Side effects have not 
been observed. 
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concentration 
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5* 

Figures 1 to 4 : 

NMR experiments of ASMP and AEMP fractions as shown 
in Figures l to 4 were performed according to the 
following: 

5 Spectra have been obtained in D 2 0 on a 250MHZ 

BRUKER digital NMR- spectrometer (model DRX 400) 
with" a iH- frequency of 400,13 Mc. Sweep width is 14.5 
ppm, ambient temperature is 300K. Chemical shifts are 
referenced by means of the solvent distance. 

0 The standard ^-one dimensional spectra have been 

obtained using the appropriate BRUKER pulse program. 
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HI I'iiSTEK VKilTUAG UfJKR DIE INTKUNATIONALE 
ANERKENNLWC DER II1NTERLECUNC VON .ViKROO.lC^KISNrEN 
FDR DIE ZWECKE VON PATENTVERFAUREN 

ERKLARUNG DEt ERSTHINTERLECUNG 
(REG EL 6.1) 



An 

DSM- DEUTSCHE SAMMLUNC VON 

Ml KRO ORG AN ISM EN UNO Z ELLK U LTU REN GmbH 

Miachcroder Weg lb 

D-3300 Braunschweig 



Von der fiinterlegungsstetle ausxufOllen: 


DSM - Au f n abmen ummer: 


?!?(/ 


Eingang*datum der Kuitur: 




fingeganoeo/Receiveb 




1992 -f0-0l | 




Oeuj.cfte S.ipmiuno /onj 







BAKTEIUEN/PILZE 1 

DER UNTERZEICHNETE HINTERLECT DEN NACHSTEHEND BEZEICHXETEN MKROORCANISMUS AUPGIMIMn 



I. KENNZEICHNUNG DES MIKROORGAKISMUS 



Bexug«etehen 3 : No . 59 

Microsporum gypseum (Bcdin) 
Cuiart et Grigorakis, 1928 

Taxonomische Bexeicbnung* : 

c las sis Deuterdraycetes 
ordo Hyphomyce tales 
f amilia Mucedinaceae 



DU au hinterlegeade Kuitur tat: 
(+• ) tine Reinkuttur 
( ) cine Much kuitur 
(Zutreffendes bitte aakreusca) 



II. ZUCHTUNGSBEDINCUNGEN 



( ) 5 



Medium: 



beer- wort agar 7 3 



pH vor der Sterilisation J f 5~ 7 f 8 

Sterilisation 1 5 mm bei 121 * C 

pH nach Sterilisation: 6 , 3 — £ » 3 

Verhalten gegenilber SauentoCT: 

(+)aerob 

( ) mikroaerophti 

( ) obligat anaerob 

Besondere Anspruehe an die Gasatmosphare: 

Bebrutungstemperatur: 26—23 " C 
BebrQtungsdauer: 10— X 5 driys 

Auibewahrang bei: + 2—8 * C* 

Cberimpfun^intenrall: 3~4 month 



1 B^^tS^^m^^l * U »" hUe ? ,ich Mikroorfanismea an, die gemaii Merkblatt 'Sichere Bioteehnologie: 
Baktenen (B 006 1/02 ZH 1/346) der Berufs ff «no.«mschaft der chemischen Industrie au den Risikogruppen 1 oder 2 
gehoren, btw. unter Anwendunc der Labor. icherheitsmaonah men Ll oder L2 entspreehend dem -GweT. "fUrtLc 

2 n ° n F " Sen d ? r G « nt «hnik- (BCBL I. pp. IOH0: 23/06/90) bearbeit.t werden konnen C ^ 
fr VLTJt°I^J^ ^IW** VerW * nd " Ttr- W « ft j*« r U«"«««chn«t. eine Hinterlegungeine. Mikroorganismus, die 
ha n eint VnSr^T.VTf'* *n f * V B » d *W V <"«^ bei derseiben HinteriegungasteU. 7or*enornmen 
?Rec ? Tbu^ISTS?* 2 dem Budapester Vertrag umwandeit : .Dabei ist unerheblich. ob die Ersthinterlegung vor 

3 ^ Z " tPUnkt ^ « — * 5t.Ue den Status einer international 

4 Nummcr. Symbole usw., die der Hmtcrlcger dem Mikroorganismua sugeteilt hat * 

Es , w.rd dnngend empfohlen, die laxonormiehe Beseichnung und/oder die ww»«nsehaflliche «eschreibung des 
Mikroorganssmus (siehe unter VII.) anzugcben. * 
Ankrcuxen. wenn auf einem bcsonceren BUlt weiterc Angaben eingereieht werden. 
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III. AUrUEWAHRUNCSBEDi.iCUNCE.V 




The - strain is storpd in liophylized condition in pmouIIrs 
under vacuum or on ?gar nutrient medium in tubes at +2-8°^. 



IV. BEDINCUNGEN FUR DIE LEBENSFAHICKEITSPROFUNG ( )* 



'•Vith sterile pipette ? cc of pt^rile phisiological solution 
are added to iiophylised fungr,! **?terial for full resuspen- 
sion of culture. Fungal suspension is seeded on sloped agar 
and it is cultivated during* 15-20 days at +26-28°^. 
The culture from a tube is seeded cn new sloped agar by 

^■nnr-g oug-p on oi nn on* 'it Sc rnl tl vatftfl d 1 7T*i H o* T0-T5 daVS 

V. BESTANDTEILE DER MISCHKULTUR (wenn sutreffend) ( f 



Beschreibung der Bestandteile: 



Verfahren, die die PrOfung auf Lebensi&higkeit der Bestandteile ermoglichen: 



VI. EICENSCHAFTEK. DIE FOR DIE GESUNDHEIT ODER DIE TJMWELT GEFAHRLICH SIND ( ) 5 

Riaikogruppe dea tinker I. genanntcn Mikroorganismua gemafi McrkbUtt 'Sicherc Bio technologic: Bakterien* (B 006 
1/92 ZH/346) der BeruXsgenoascnachait der chemise hen Industrie 1 : 



Der su hinterlegende Mikroorgaaiamua daxf untcr folgenden LaborvicheracitamAfinahnien * gehandhabt warden: 

( ) " ( ) " 



Der Mikroorganiamus hat folgende Eigenaehaitcn, die fur die Gesundheit odcr die Umwelt geXahrlich aind 
oder aein konnen: 

Bitte angeben: The strain is we p. k -virulent. The result IC-I2 days 
after application of a dose of 5OC-6C0 thousand" cells of 
fungal matter per cm 2 tc the scarified skin of a rabbit 
necrotic scabs are forced. Spontaneous recovery following 
22 days. 

( ) Dem Unteneichneien sind dtraxtige Eisenach a/ten nicht bekanat. 



Die DSN! ainunt tur Hinteriegung auetchlieBlich Hftkroorganismen an. die.gem£8 Mcrkbtatt 'Sicher* Biotechnoiogie: 
Baktericn' (B 006 1/93 ZH l/34u) der Berufsgenosaenechaft der ehemiichen Industrie tu dea Risikognsppen 1 oder 2 
tehoren. biw. unter Anwendunc der Laborstcherhcitama&nahmen LI odcr L2 entsprechend dem "Gcseu tur Regclung 
von Fracen der Gentrchaik" (BGBL 1, pp. 1080: 22/ 00/ 90) bcarbeitet werden konnen. 
Ankrtuien, wenn auf eincm geaondcrten Blatt w«uere Angaben cingerctcht w«rtUn. 
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£o 

VIII. WISSSNSCIIAKTLICI. ,£3CI!REIBUNC 7 



;.%iture 10-15 day colony is white, velvety-f 3 uf fy ; f2ot .-.it!; 
slight elevation in centre of colony, growing margin frin.^e^, 
unci ers : ;rf nee brownish, diametenof colony ?5- 3^ mm. Septate 
branching hyphae 2-2 um wide, numerous oval , pyrif on , cylin- 
drical microconidia measuring 2—4x3-6 um, non or few mqcroco- 
nidis , elliptical, stretched— oval shape with 2-5 septa tes, 
measuring 7-15x25-40 um. 

The strain was obtained by means of directed selection based 
on spore production a-nd attenuation of epizootic strain. 



DC. WETXTRE AKGABEN ( )* 

The strain was isolated from a horse in I9S5 (Russia). 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Ministry of Health Centre for Deep 
Mycoses in Sankt-Feterburg, No. 729/59 ♦ 



X. HINTERLEGER 0 



Nam.: Dr. L. G . Ivanova 



Uotersehrift: jfc ^/cCA^^ 



Dr. I.D.Polyakov 

80EHRINGER INGELHEIM VETMEDICA GMBH 

ooa . 

D.Janott E. Richter 

Anschrift: Russia, MOSCOW II5682 Datum: 

Zadonsky proezd, 24-I-I42 . 




10.09.1992 



Ankreuien, wenn auf einem fesonderten BUtt w«it*re Angaben eingereteht werdea. 

£• wird drmcend empfofalen, die wissenichaflUche Bcschrctbunc und/odcr die vortcsealafene tucooomuche Be- 
seichnuac (untcr I.) des Mikrooryamimm »nxu(«b«n. 

Aakrcuten. «cnn auf einem r«sondetten BUtt vcitere Angabcn (su&er den unter FuBnote S cenannten) eingerctcht 
werden. t. B. HerkunU des Mikroorfantsmus, Name und Amchrifi anderor Hintericffungsstellcn, bei denen der 
Mikroorf aniimus faintertert worden ist, Oder das filr die Fcstlcguac der verfeschlafeaen taxononuschen Beseichnung 
angewandtc Kriterhim. (Diese Angaben sind Cskultattv). 

Der Name des Hintertcgen mufl mit der Untenchnft ideattsch sein. Bet Ftnaen mQsscn swet offisielle Firraenrertreter 
unsersehreiben. Wenn naturtichc Pcrsonca fur erne juristische Person untcrscichncn, «o ist dcren UaunchrUt in 
Masebxnefuearitt cu wiederholen. 
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Si 

ANERKENNUNC DER 1 1! .VTERLEC UNG VON MIKROORGAN.'SMEV 
FUR DIE ZV/ECKE VON PATENTVERFAHREN 



ERKLARUNC BEI ERSTHINTERLECUNC 
(REGEL 6.1) 



An 

DSM* DEUTSCHE SAMMLUNC VON 
MIKROORCAMSMEN UND ZELLKULTUREN GmbH 
Masencroder V.'e^ lb 
D-3200 Braunschweig 



Von der Hinterlegunges telle ausxufUUcn: 
DSM-Aufnahmenummer: 
Eingangsdatum dcr Kultui 



tingegangen/Receiveu 

1992 -10-0 1 

Seutscne Saqimiung /on 



BAKTERIEN/PILZE 1 

DER UNTER2EICIINETE HJNTERLECT DEN NACIISTEIIEND BEZEICHNETEN MIKRO ORGANISM US AUFCRUND 
DES BUDAP ESTER VERTRAGES UND VERPFLICHTET SICH. DIE HINTERLEG UN G WaHREND DER IN REGEL 



I. KENNZEICHNUNG DES MIKROORGANISMUS 


B«ug»«ichen 3 : No . 120 fainteriegende Kultur xtt: 

Kicrosporum earns var . dis tor turn ^nucAu«uriK. 
(Di Kenna et Marples)Matsumoto , ft- ) «nt Keinkuitur 
T«onomi.ch« B«eiejmuag<?adhy e et A i ello , I98 ( 3 j eiM mj^^^ 
classis Deuteromycetes 

ordo Hyphomyce tales (2ut«a«d«. bitte ankreuten) 

fwm? Mueedinae-wie 


II. 20CHTUSGSBEDINGUNCEN 


( ) 5 


Medium: 


._pH wor der Sterilisation *J 3 


beer-wort agar 7°B . 


Sterilisation ^5 min bei 121 - c 
pH nach Sterilisation: 6 , 3~6 , 9 




Verhalten gegemlber Sauerstoff: 

( + ) aerob 

( ) raikromeropbil 






( ) obligai anaerob 




Besondere Anspruche an die Gasatraosphare: 




Bcbrfltungitempentur: 2 6— 23 • c 




BebrutttnfsdaucR 10—15 days 




Aoibewahrunc bei: + 2—3 - c* 




Obexixnpfunssintervall: 3"" 4 HlOnth - 



Die DSM nimmt sur Hinteriegung aussehlieBlich Mikroorganismen an, die gema* Merkblatt 'Sichere Bioteehnologie: 
Baktcnen' (B 00C 1/92 ZH 1/3*6) d«r Benrfsgenossenschaft der chemtschen Industrie cu den Risikogruppen 1 oder 2 
gehoren, bsw. unlcr Anwcndung der Laborsicherheitsmaanahmen LI oder L2 entsprechend dem 'C esc is aur Regeluog 

2 von Fragen der Centechnik* (BGBL I. pp. 1030; 23/06/90) bearbeitet werden konnen. 

Dieses Formbiatt kann aueh verwendct werden, »enn der Unterseichnete «ine Hinteriegung eines Mikroonranismus. die 
er ■eltut oder sein Rechtrr organ ger auderhalb des Budapester Vertrags bei derselben Hintericgungsstetle vorgenommen 
hat. in eme Hinteriegung nach dem Budapester Vertrag umwandelt._Dabei ist unerheblich, ob die Erst hinteriegung vor 
[Rejei 6.4 Buehstabe d) oder nach dem Zeiipunkt stattgefunden hat, cu dem die Stelle den Status eincr intern at ion alen 

^ flinterUgus^ii telle erworben hat. 

4 Summer, Symbole u*w.. die der Hinterieger dem Mikroorgantsmus euceteiit hat. 

Ei wirri dringend cmpfohlen, die taxonomische Ucxcichnung und/oder .die wissenschafiliche ueschreibung des 
^ Mikroorganumus (siehe unter VII.) ancugeben. 

Ankreuten. wenn auf einem besonderen Blatt weitere Angaben eingereicht werden. 
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til. AUFliEWAIIRUNCSBEDINCUNCEN ^ j 



The strain is stored in liophyli^ed condition in ampul les ^ 
under vacua?, or on agar nutrient ncdiura in tubes nt +?-3 Qr ]. 



IV. BED INC UNC EN FUR DIE LEBENSFAHICKEITSPRUrUNC ( . j6 



With sterile pipette 3 cc of sterile phisiological solution 
are added to liophilised fungal material for full resuspen- 
sion of culture i Fungal suspension is seeded on sloped agar 
and it is cultivated during 15-20 dnys? *?t +2S-28°C." 
The- cult ire from a tube is seeded on new sloped agar by spore 
■^^^^ s g cultivated during 10-15 days at 2S-28 C T 



V- BESTAKDTEILE DER MISCHKULTUR (wenn tutreflend) ( j5 



Beschreibung der Bestandtcile: 



Verfahren, die die PrOfun* muf L*bensfShi*keit der Bestandtcile erxndglichen: 



VI. EICENSCHAFTSN, DIE FOR DIE GESUKPHEIT ODER DIE UMWELT GEFAHRMCH SIND ( ) 6 



Ruikogruppc d« unter L. cenioaun Mikroor^nUmu. S em*A Merkblatt 'Sichere Biotechnologie: Bakterien' (B 006 
1/92^ ZH/34G) der Beni&tenossemchsft der chemischeo Industrie 1 : 



Der ru binterlegende Mikroorganismus darf unter folgcnden Laboraicherhei Wramfinsiunen 1 gehandhabt werdea: 
1)1-1 ( ) LJ 

^^jSS^T^ ^ foIgCnde EijeMch,itCT ' rar di * G«w«iheit oder die Umwelt C efahrUch «nd 

Buuan«ebea: The strain is weak-virulent. The result 10-12 days 
after application of a dose of 50C-600 thoup.ss.nd cells of 
fungal natter per c- 2 to the scarified skin of a rabbit 
necrotic scabs are formed. Spontaneous recovery following 
22—25 ~'..J'rv • - ,t 

( ) Dem Unteraeichncten cind derarti^e Eigexuchaften nicht bekannt. 



1 



Bakt^' uT£b ^ zlTwSX V 1 '^ 1 "™* Mikroor^-men an, die ,emafl Merkblatt -Sichere Biotechnology: 

km k ( ' ' 6) der B «™ f ^««<»«««ehaft derxhemischen Industrie tu den Risikoeruppen i ode* 

C eh6ren. bi^. unter Anwendunc der Labor,, cherhe.tsmadoahmen U eder L2 entsprechend dem^Ge^ £ Re«£ 
von Fraccn der Centechmk' (BCBL 1. pp. 10S0; 23/OC/OO) bearbcitet w«rdcn konnen. * 
Ankreucen, »enn auf cinem gesonderten Btatt weitere Angabea eingeretcht werden. 
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Mature 10-15 day colony is crsarr. vt-lvct y-f.c-.v.iere<5 , 
^ ike clevn.tion in centre, growing ™nr£in fitrpit, finely- 
fringe o , undersurface light-brown with d p.rk-brcvm centre, 
diameter of colony 25-30 ■ nus. Septate branching hyph.-ie I-?. *•; 
vide, numerous nvriform, oval, cylindrical ™icroconidi? 
ne* sarins 1-3*3-2 urn, few irregular defcr*!ftd nacroconidi': 
distorted or fusiform with 2-9 septates, measuring 3-2Cx 
"5-70 un. The strain was obtained mes»ns of directed selec- 
tion based on spore production and attenuation of epizootic sts 



IX. WEITERE ANGABEN ^ jg 



The strain was isolated from a black panther in 1987 (Russia) 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Ministry of Health Centre fcr Deep 
Mycoses in Sankt-Feterburg, No. VKFG F-723/I20. 



X. HINTERLEGER 9 



r ~ Dr. L.C.Ivanova 

Dr. I.D.Polyakov- 

BOEHRINGER INGELHEIM VETMEDICA GMBH 

ooa. 

" D. Janott Dr.E Richter 




u Russia, Eoscow II5682 p*tum: 10. 09. 1992 

Zadonsky proezd, 24-I-I42 



Aakreuua, venn euf cLiem sesoadertcn BUtt wetter* Anjaben eiagereicht wcrdca. 

E. wird driarend cmpfohlca, die w»»«a*cae4Uiche Beschreibuac und/odcr die TorfeecaUccae taxonomiscae Be- 
ftcichnunc (unter I.) dei Mikroorcanuraus enftugeben. OT 
Ante«*tn, went. »u< eiaeai C «cndcrt*n BUtt wetter. Antaben (aufler den unter FuBnote 8 c«i»nnten) einrereieht 
w«rd«o. s. B. Herkuafe dee M^rocrcaaismu*. N»m« und Aiachrift enderer HiaUriegungMUUen, bei deaea der 
Kfikmrfmaimut hinter e«t warden ut. oder dee iilr die FeeUeiune; der vor r e»caU««nen texonomiecnen Bexejcannac 
taitwtndu Kntenum. {Dieee Angabea eind fekultatir). 1 
0«r Keme dee Kiaterief tn mufl aut der Unterscarift ideatuca ieia. Bci Firxnen mflmo ewei eflUielle Firmeavertreter 
^Uricuretbea. Wenn nattlriiche Pereoaen tilt eine jurittiseae Person unteneieaaea, *o iit deren Untereearift in 
Mejciuaeaschnft su wiederaolea. 
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01 .I'KSTKR VERTRAC OUER DII* INTKUNATIONALK 
AN ER KEN ,*C r; c DHR HINTERLECUNC VON MIKROCRCANirMFN 
FOR DIE 2WECKE VON PATENTVERFAHREN 

ERKLARUNG BEI ERSTIUNTERLtC UNO 
(KEGEL 6.1) 



An 



DSM- DEUTSCHE SAMMLUNC VON 
MIKROORCANISMEN UNO ZELLKUtTUREN GmbH 
Muchcroder W«j lb 
D-3300 Braunschweig 



Von der H inter! egungii telle auacufullen: 
DSM-Aufnahmenummer: To^^ £ 



Einyangidatum der K^&Mgegangen/Received 

1992 -10-0 1 



Oeutecne Semmtuno /on 
Mtfcf oofq<nitm< a 



BAKTERIEN/PIL2E 1 

9., c5Sii^ASi^a£g£££^ S,CH ' HINTERLEGUNC ™™» DER « RECEL 



I. KENNZEICHNUNC DES MIKRO ORG ANISMUS 



Bexugsxeichen 3 : JJo # ^8l 

Trichophyton equinum (Matruchot 
Dassonville)Gedpelst, 1902 

Taxonomuche Bexeichnung ; 

classis Deuterongrcetes 
ordo Hyphomyce tales 
familia Mucedinaceae 



et 



DU au hinteriegende Kultur ist: 
(+) cine Reinkuitur 
( ) eine Mischknltur 
(Zutreffendca bitte ankreusen) 



IL ZCCIITUNGSBEDINGUNGEN 



( ) 6 



Medium: 



beer-wort, agar 7°B 



pH vor der Sterilisation 7 f 5—7 f 8 



Steriliaation 



15 



min bet 



121 



pH nach Sterilisation: 6,3—6,9 

VerhaJten geffenuber SauentofT: 

f 1 ") aerob 

( ) mikroacrophi] 

( ) obUrat an aerob 

Beaondere AnjprUche an die Gasatmospfa&re: 

BebrQtungatcmpcratur: 26—28 *C 
BtfarOcungadauer: 10—15 days 

+ 2—8 

Aufbewahrung bei: ~~ - q 

OberimpfungsintervaU: 3~4 month 



4 Nutnnwr. Symboie ww., die der Hmterle;er dem Mikroorganismus cugeteilt hat 

fcs wird dnngend entpfohlen. die taxonomische Betetchnung und/oder die u 
Mikroorganijmu. (»iche unter VII.) antupeben. die ^iMenscnaflliche oeschreibung des 

Ankrcutcn. winn auf emcm besonderen Blatt weitere Angaben eingeretcht verden. 
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III. AUKbEWAHRUNCSDEOINGUNCEN ^ jS 



The strain is stored in liophylized condition in ampuiles 
lender vacuum or on agar nutrient medium in tubes at +2-8°C, 



IV. BEDINCUNCEN FCR DIE LEBENSFaIIIC KEITSPROFUNC ( )6 



With sterile pipette 3 cc of sterile phisiological solution 
are added to liophylized fungal matter for full resuspension 
of culture. Fungal suspension is seeded on sloped agar and 
it is cultivated during 10-15 days at +26-28 C« 
The .culture from a tube is seeded on new sloped agar by spore 
suspension *nd it is c ultivated during 10-15 davs at +26-28 C. 

V. BESTANDTEILE DER MISCHKULTUR (wenn autreffend) ( )6 

Beschreibung der Beatandteile: 



Vertahren, die die PrQfung auf Lebensfdhigkeit der Beatandteile crmbgiieben: 



VI. EIGENSCHAFTEN/DIE FOR DIE CESUNDHEXT ODER DIE UMWELT GEFAHRUCH SIND { ) 6 

Ri*ikognippe des uaicr I. gen »nnt en Mikroorganismuj gemafi MerkbUtt 'Sichere Biotecanologie: Bakteriea 1 (B 006 
1/92 ZH/346) der Bcrufegenossenaehaft der chcrnischcn Industrie 1 : 



Der tu hinterlegende MikroorganUmuj darf unter foigenden Laborsicherheitsrnafiaahmen 1 gchandnabt werden: 
( ) LX ( ) L2 



Der Mikroorgantsmu* hat folgcnde Eigen.cfaaften, die filr die Gesundheit oder die Umwek gcfaarlich «ind 
oder feia kbnnen: 

Biueangeben: The strain is weak-virul&nt . The result 10-12 days 
after application of a dose of 500-600 thousand cells of 
fungal matter per ctn 2 to the scarified skin of a rabbit 
necrotic scsbs are formed. Spontaneous recovery following 
20-22 days. 

( ) Dem Unterxeichnetcn lind derartige Eigenschaften nieht bckannt. 



Die DSM ntmnst tur Hinteriegung au«chliefilich Mikroorgantsmen an. die gemafl Merkblatt 'Sicbere Biotechnoiogit: 
Bakterien* (B 006 1/92 2H 1/346) der Berufegenossenschaft der chemtschen Industrie tu den RUikogruppen 1 oder 2 
gehoren. btw. unter Anwendonc der Labonicherhcit?madnahmen Li oder L2 entsprechend dem "Geieta tur Regeiung 
von fragen der C«ntechnik* (UCBL I. pp. 10S0; 23/06/90) bearbcitet werden konnen. 
Ankrcuten, w«nn auf einem gesondertcn Blatt w«iter« Angaben «ing«r«icht w«rd«n. 
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VIII. WISSSXSCIIAFTLICl. JESCHREIDUNC 7 CC ( 

nature 10-15 day colony is white velvety-powdered, fl~t 
slight elevation in centre, growing margin strait, fringed, 
undersurface light-brown, diameter of colony 15-20 mm. Septate 
branching hyphae 1-3 urn wide, numerous oval pyriform microco- 
nidia measuring 2-?x3-6 urn, no macroconidia. 

The strain was obtained Bymean's of directed selection based 
on spore production and attenuation of epizootic strain. 



DC. WEITERE ANCABEN ( ) fi 



The strain was isolated from a horse in 1986 (Russia). 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Iflinistry of Health Centre for Deep 
Mycoses in Sankt-Peterburg, No.VKPG P-929/38I. 



X. HINTERXECER 9 



Name: -Dr. L.G.IvanOVa Untewcfarift 

Br. I.D.Polyakov 

BOEHRINGER INGELHEIM VFTMEDTCA GMBH 

ooa. 

. . D. Janott Dr. E. flicbter 

Russia, Moscow II5682 D4tom: 10.09-1992. 

Zadonsky p roe 2d, 24-1— 142 




Ankrcuccn. wenn auf eincoi geaondertea Blait w*itcre Anfibcn eingereicht wetden. 

Ea wird dringend exnpfohlen, die wisaemchaftliche Bet chrei bung und/oder dit rorgeschUgene taxonomucha Be- 
tetehnung (unter I.) dea Mik r oo rga mamui ainsugeben. 

Ankreuten, *enn auf eincxn fttondenen BUtt wcitcre Angaben (auficr den unter Fufinote 6 genaanten) eingereicht 
werden, c B. Herkontt dea Mtkroorganiatimi. Name und Anscarift xnderer HintertegungaateUen, bet denen der 
Mikroorganumua hintcriegt worden ut, oder daa fur die Fcaclegung der vorgeachiagenen taxononuschen Bereichnung 
angewmndte Krittrium. (Diese Angaben iind taJcultativ). 

Der Name det Hiaterlegers mud mil der Uncerschrift tdenttseh «ein. Bet Firmea muaeen cwei offrcielle Firmenvertreter 
untenchreiben. Wenn natttriiche Person en far cine juriatiache Pcraon untereeiehneo, ao ist deren Untcncnrift in 
Maarhinrnwhrift su wiedcxhoicn. 
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OL .J'ESTEIt VICi-TRAG CHER til" INTEIlNATr'SNAl r ' 
ANER KEN NUNC DER HINTERLECUNC V ON MIKROC RC ANISMCN 
FOR DIE ZWECKE VON PATENTVERFAHREN 

ERKLXRUNG DEI ERSTHINTERtEGUNC 
(RECEL 6.1) 



An 

DSM • DEUTSCHE SAMMLUNG VON 

MIKROORC ANISMEN UND 2EU.KULTUREN G/nbH 

Mascherodcr We^ lb 

D-3300 Braunschweig 



Von der Hinterlegungsstelle auasufuilen: 
DSM-Aufnihmenummer: 

^««^»«««KftfjefrifAVHi/Recei»ed 



1992 -iO-0 1 

Deutsche Saeimtung #on 
M«ttroorg«nt»mgn 



BAKTERIEN/PILZE* 

DER UNTER2EICHNETE HINTERLEGT DEN NACHSTEHEND BEZEICHNETEN MIKROORGANISMUS AUFGRUND 
DES BUDAP ESTER VERT RAGES UND VERPFLICHTET SICH, DIE HINTERLEGUNG WAHREND DER IN REG EL 
9.1 CENANNTEX DAUER NICHT 2URCCK2UNEKMEN 2 



I. KENN2EICHNUNG DES MIKROORGANISMUS 


Betufftieiehen 3 : NO • 410 


" Di« su hiaterlegende Kultur ist: 


Trichophyton verrucosum Bcdin t I902 


(4. ) cint Reinkultur 


Taatonomische Besetehnung^ : 


( - ) eine *M2schkultux 


classis Deuteromycetes 


ordo Hyphomycetales 


(ZutrefTende* bitte ankreusen) 


familia Mucedinaceae 




11. 20CHTUNGSBEDINGUNGEN. 


( ) 6 


Medium: 


pH vor der Sterilisation *J f 5*~T j 8 


beer- wort agar 7°B 


Sterilisation ^5,^^ 121 - c 




pH nach Sterilisation: 6 , 3 s 6 9 9 




Vernal ten gegenuber Sitters toff: 




(+) aerob 




( ) mikroaerophil 




( ) obligat anaerob 




Bcsondcre Anipruche an die Gasatmosphare: 




BebrOtungstemperatur: 26—23 * c 




BebrtUungsdauer: 15—20 days 




Aofbewahrung bet: h- 2—8 * C 




ObchmpfungstntcnralL: 3" 4 mOIl*th 



Die DSM aimmt sur Hinterlegung ausschltcBlieh Mikroorganismcn an. die gemaft Merkblatt 'Sichcre Bio technologic: 
Baktcrien' (B 006 1/92 ZH 1/346) der Berufsercnossenschaft der chemischen Industrie tu den Risikogruppen 1 oder 2 
fchdrcn, btw. uotcr Anwcndunr der LaborstcherhcitsrnaBnahmen H cder L2 entsprechend dem "Gescta sur Rcgclung 
von Fragen der Gentechnik* (BC8L I. pp. 1080: 23/06/50) bearbeitet werden*k5nnen. 

Dieses Formblatt kann auch verwendet werden. *tnn der Untcrseichncte cine Hiatertegong eines Mikroorganismu*. die 
cr selbst oder kid Rcchtsvorganger auflerhalb d« Budapcstcf Vcrtrags bei dersetben H in teric gun gss telle vorgenommen 
hat, in cine Hinterlegung nach dem Budapester Vertrag umwandett. Dabci ist unerhebiich. ob die Ersthintcriegung vor 
(Regel 6.4 Buchstabe d) oder nach dem Zeitpunkt stattgefunden hat, tu dem die Stelle den Status eincr intcrnationalcn 
Hinterlegur.£Mi«ll* erworoen hat. 

Summer. Symbole usw., die der Hinterteger dem Mikroorganismus sugctcilt hat. 

Es wird dringend empfohlen. die taxonorrasefce Beseichnung und/odcr die wisscnschaftliche Beach ret bung des 
Mikroorganismui (sicne untcr VII.) aniugcben. 

Ankreuxen. wenn auf einem besondcren Blatt wettere Angaben eingercicht werden. 
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The- strain is stored in liophylized condition in nrr,pul] es 
under vacuum or on agar nutrient^ medium in tube r-t +2-3°~< 



IV. BEDINCUNCEN FOR DIE LEBENSFAHICKEITSPROFUNG ( j5 



With sterile pipette 3 cc of sterile ishisiological solution 
are added to liophylised fungal material for full resusper- 
sion of culture. Fungal suspension is seeded on sloped agar 
and it is cultivated during 15-20 days at +26-28 C. 
The .culture from a tube is seeded on new sloped agar by spore 
sustiension, and it is cultivated during 15-20 days at + 26-23^1 



V. B EST AND TEUE DER MISCHCTLTUR (wtnn cutreffend) ( j5 



Bejchreibung der Bestandteile 



Vertahren, die die PrOfung muf Lcbcasfahigkeit der Bestandteile ermdgiichen: 



VI. HCENSCHATTEW. DIE FOR DIE CESUNDHE1T ODER DIE UMWELT CEFAHKLICH SIND ( )« 



Rasikogruppe dee unter I- genanntea Mikroorganisintu gemaB Merkblatt 'Sichere BioUcnnoiogie: Bakteriea' (B 006 
1/92 ZH/346) der Berufegenosseascaart d«r chemischea Induitrie 1 : 



Der su hinteriegeade Mikroorgaaiamu* darf unter folgenden L*bor.icherh«itmm*anmhmen l gehaadhabt werdetu 
( ) LI ( ) L2 

Der Mikrorganisiau. hat folgeade EigeaachaOea, die fQr die Gesundaeit oder die Unnrelt retthrlica Jiad 
Oder icin kdnnca: 

Buu.ng.bea: The. strain is weak-virulent. The result 10-12 days 
after application of a dose 500-600 thousand cells of fungal 
matter per cm^ to the scarified skin of a rabbit necrotic 
scabs are formed. Spontaneous recovery following 19-20 days. 

( ) Dem Unterseiehactca find derarttge Eigenachaftea nicht bekaaat. 



1 



bI^I TSfSL So? S u aus.chhe8l.ch M.kroorganumen an. die gemafi Merkblatt 'Sichere Biotechnoiogie: 

k ( ' V H i /34 °i de f Beruf«Ktnoii«iwehaft der ehemUch.n Indu.tne iu den Ruikogruppen i oder 2 

J^TT"; ^' U r ler . Anw ' n *lP^ U cder L2 cntjprechend dem -Gc«u cur Rcgelung 

von Fragen a<r Centeehmk (BCBL I, pp. J050; 2C/OG/90) bcaroettet werden kennen. 
Ankreuten. wena auf etnem gesonderten Blatt weitere Angaben eingereicht werden. 
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Viil. WISSENSCUAFTLICil ESCHUEiBUNG 7 ( ) ; 



Mature I5-2C days colony is whit^, velvet:., conve::, : --roviv..- 
-argin strait, undcrsurfs.ee colourless, diameter of colony 
70-25 mm. Sep tat r inching hyphae L-3 u™. v/ide f numerous 
oval, puriform microccnidia measuring I , 3-3 »0x3 f 0-5,0 urn, 
no macroconidia. 

The strain was obtained by means of directed selection baser 
on* spore production and attenuation of epizootic strain. 



IX. WEITERE ANGABEN ( ) 8 

The strain was isolated from reindeer in 1978 (Russia). 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Ministry of Health Centre for Deep 
Mycoses in Sankt-Peterburg* Ko.VKPG ^-931/410. 



X. HINTERLEGER 9 



Name: J) r . L« G . IvailOVa Unterschrift: 

ShRIM^ VETMEDICA GMBH 

003 • 

0. Janott Or. E. Richter 

Aniehrift: Russia, MOSCOW, II5682 Omtunu 

Zadonsky proezd 24-I-I42 




I0.09.I992; 



5 Ankreuten, wcnn auf einexn gcaondertcn BUu wcitcr* Anftben cingercicht werdca. 

7 Es wird drinrend empfohlcn. die wisaenschattliehe B each re i bung und/odcr die vargeschUfenc taxonomiichc Be- 
0 «ichnun ff (untcr L) des Mikroorcanismua antugeben. 

8 Ankreaxen, wena auX ciaem geaonderten Blatt writ ere Angabcn (aufier den unter Fufinotc 5 genannten) cingeretcat 
werden, */ B. Herknnft dea Mikroorganismus. Name und Anachriffc andcrcr Hinterlegungastcllcn, bei denca dcr 
Mikroorganismus hinteriegt worden txt, odcr das fur die Featlegung dcr vorgtschlagencn taxonosuscnen Bcseichnnng 
angtwandte Kritcnum. (Diese Angftben amd fakultatW). 

* Der Name dca Hinteriegera mufl mit dcr Unterschrift identtsch aein. Bci Firmen muaaen twei oflificUe F trmenvertreter 
untenchrciben. * Wcnn aaturiiche Pcraoncn fur einc juriatiachc Person untcreeichncn, so tat dercn Untenchrift in 
Majchineoachrtft cu wiederhoitn. 
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Q« A'llSTZR VKIlTRAC CCOl 05I-: INTERNAT'JI^^. 
A;.iit*fc;,;;c;;,- G £>!iK lllN'i J-.ULfctiU.NG - ON W IKK03RC AMlMi*: 
FOR DTE ZWECKE VON PATENTVERFAHREN 

ERKLARUNC BFA ERSTIUNTERLECUNC 
(REG EL 6.1) 



An 



DSM -DEUTSCHE SAMMLUNC VON 
D-3300 Braunschweig 



Von der HiaterfegunguteUe auitufttllen: 
DSM-Aufnahmenummer: ^ 



Euigangsdatum dcr KulturfT" 



£mgeaangen/Received 

1992 -10-01 

3«irt«ch« Saipmtuno /on 



BAKTERJEN/PEL2E 1 

9.1 CENANNTEN DAUER SIGHT TURQc^^y^ ^ """"-BOUNC WaHREND DER IN REG EL 



I. KEKN2EICHNONC PES MUCRO ORGANISM US 
Bexugszeiehen 3 : No.551 

Trichophyton sarkisovii 
Ivanova et Polyakov (1983) 

Taxonomucfae Bexeichnung* : 

classis Deuteromycetes 
<5rdo Hyphorayce tales 
familia Igucedin ac e a e 

IL ZOCHTUNGSBEDIXCUNGEN* 



Die *u hinterlegende Kultur is*: 
f+" ) cine Reinkultur 
( ) cum KGschkulfcur 
(Zutreffcndej bitt« ankreuxen) 



Medium; 



beer-wort agar 7°B 



pH vor dcr Sterilisation 7 , 5—7 9 8 

Sterilisation 15 rain bei 121 'c 

pH nach Stcriluation: 6 , 3" 6* f 9 

Verhalten gegenOber Sau«nto£T: 

(+) aeiob 

( ) raikroaarophil 

( ) obligai tnimb 

Btsondere Amprtlche an die GasatmosphSre: 

Btbratuogatcxnperatur: 2 6— 28 ~C 
BtbrOtungidauer: 15—20 days 

Aufbewahrung bei: +2—8 - C 
Oberimpfujtgsintervmll: 3"* 4 niOTlth 



3 Hintcrlcs-unffMtelU erwcrocn hat. *»"Setunden hat, tu dem die Stelle den Status «, ner intemationaien 

Nummer. Symbole usw.. die der Hinterlejtr dem Mikroorganiitntw luretcilt hat 

Ankrc«.«. »,„„ aut ein<ra be.ond.ren Blati w.Uert A» cab «, .ii.eer.icht w«d«n. 

Formblatt DSM-DP/t -nait^r,*^ ^p:u« / . — c.;>.% 
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The strain is stored in liophylizcd condition in abulia:? 



under vacuum or en agar nutrient medium in tubes r.i 



IV. BED INC UNO EN FCR DIE LEOEN'SFaKIGKEITSPRCFUNG ( 



With sterile pipette 2 cc of sterile phisiolo.^ical solution 
are added to liophylised fungal material .for full resuspen- 
sion of culture. Fungal suspension is seeded on "sloped a*-»r 
and it is cultivated during I5-2C days at +26-?3 
The .culture from a, tube is seeded on "new sloped a«ir by suore 
snension and it is cultivated during 15-20 days at +26-?3°? 



su 



V. BESTANDTEILE DER MISCHKULTUR (w«nn tutreffend) ( } S 



Beschreibunr der Be*tandt«Ue: 



Verfahren, die die PrOfunr »uf Lebexufahigkeit der Bestandteile ermogUchen: 



VI. EICENSCHATTEN, DIE FOR DIE CESUNDHEIT ODER DIE UMWELT CEFAHRUCH S1ND ( ) 6 



Ricikogruppe de* unter I. genannten Mikroorgmnumua (einaS MerkbUtt 'Sicherc Biotechnologies Baktenen' (B 006 
1/92 2H/346) der Bexufjgenossenschaft der chemuchen Industrie 1 : 



Der cu hiotcrlcgcndc Mikroor^aumus darf unter folgenden LabonicaerheiUmxflaahinea 1 gehandhabt werden: 
( ) ( ) L2 

Der Mikroorganismua hat folgende Eigenschmften, die fur die Cwundheit oder die Uraweit gefahrlich «ind 
odcr aein kdnntn: 

Bute angeben: The strain is' weak- virulent. The result 9-10 days 
after application of a dose 500-600 thousand cells of fungal 
matter per cm- 1 to the scarified skin* of a rabbit necrotic 
scabs are formed* Spontaneous recovery following 15-20 days. 

( ) Dem Unterxeiehneten rind deraxtige Eigenschaften nicht bekaant. 



Die DSM tunou tur Hinterlegung auMchliefilich Mikroorganismen an. die gem*6 Merkblatt 'Sichere Biotech nolo rie* 
Baktenen' (B 0OS 1/92 2H 1/346) d.r B«uf,eeno«.„.ehaft der chenu.ehen Industrie eu den Rinko^ppen 1 *d£ i 
genoren, btw unter Anwendunc der L^orateherheiurnaflnahmen LI oder L2 cnt*nrechend dem *C«et« tur Regciung 
von Frafen der Gcntechr.i*" (BCBL I. pp. 10*0; 23/00/90) bcarbettci werden konnen. *"g«ung 
Ankreuien, wenn auf tincm gesondcrten Blatt weitcrc Angaben cingereicht werd*n. 
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v:i;. wissenscsiaftlicu. ,;;:<ciit'-c:iBu;;c 7 ( 



M^ituro 15-20 dny colony is white-crsrisy , '-^lvfi r.y-f luf fy , 
vex, irregularly folded, growing margin regular, underr.urf acc 
brown, diameter of colony 40-45 mm • Septate branching hyphae 
1-4 urn *.vide, numerous round and oval microconidia measuring 
2,2-5,0x2,5-3,0 um, single macrcconidia of extended-oval shape 
with 1-5 cross walls , measuring 4 , 2-7 , 5x16 , 5-45 , o urn, nonnume- 
rous rounded arthrospores 8-10 tun in diameter. 

The strain was obtained by means of directed selection based cn 
spore production and attenuation of epizootic strain. 



IX. WEXTERE ANCABEN ( )« 



The strain was isolated from a camel (Kazahstan) in T98I. 
It belong to the new species of dermatophyte Trichophyton sar- 
kisovii Ivanova et Polyakov sp.nov,I983 ( J.Mycologi;/? i nhyto- 
pp.tologiya, Sank t-Peter burg, Russia, 1983, 17, 3,36^- 367;. 
The strain was deposited at the collection of State Scientific 
Control Institute of Veterinary Preparations ( Ko scow) , No, 551/63 



X. niNTERIXGER 9 



Name: TJ r# L. G. I VnnOVS Untenearifi: 



Dr. I* "D. Polyakov 't&ZZz. 

BOEHRINGER INGELHEIM VETMEDICA GBMH 

ODa . 

0. Janott Or . E . Richter ^ ^ 

Amchrifl: Rassia, lao SCOW, II 568 2 Datum: 10.09.1^9*:. 

Zadonsky proezd, 24-I-I42 




Ankreuicn, wtnn nui cinem r«*««derl«n Blatt weiterc Angabcn ciagereicht werden. 

£• wird dringead cmpfohlea, di« witacnschafUiche Besehrcibung und/odcr die vorgcschlagcac taxonoraische Be- 
teiehnung (untcr I.) de* Mikroorganumus ansugeben. 

Ankreuacn, wtnn »uf cincm geseaderten Blatt *nun Angabcn (auficr den untcr Fuflnote 6 genanaten) cingcrctcht 
werden, t. B. Hcrkunft d«j Mikroorganisrnus, Nam* und Anachrift andercr HinteriegungutcUcn, bci denen dcr 
Mtkroorgaaitmus hintertcgt worden ut, oder du fur die Fcsclcguag dcr Yorg etchlagenca uueoaomuehea Bcseiehauag 
angewandtc Kritcrium. (Diet* Angabca siad takultasiv). 

Dcr Name det Hintcricgcn mufl rait dcr Unterachrift identiacb ccia. Bci Firmea muaaen twei ofXUielle Finnenvert rater 
uaterschrciben. W«nn naturucha Pcrtoncn fur cine juristicche Person untcrzcichaca, so ist dcrea Ununehrift in 
M »ir h i n enscariit tu wi«derholeA* 
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bu. ^tester vrktrac r;;:;;i> o.i: rsrERNATi jNALF. 

/viiu;ii^«.'"*.nj U— u i;i.'t i i.lui,t vi*,* .v.miwfuii . /v. »i....;r.. . 

FOR DIE 2WECKE VON PATENTVERFAHREN 



ERKLARUNG BEI ERSTIIINTERLEGUNC 
(RECEL 6.1) 



An 

DSM * DEUTSCHE SAMMLUNG VON 
MIKROORGAMSMEN UND ZELLKULTUREN GmbH 
Mascheroder We; lb 
D-3300 Braunschweig 



Von der Him crtegun gss telle ausxufullen 
DSM-Aufoahmenummer: 



Eiogwieaditum dcr Kuituijtmjegangen/Receiveu 

1992 -10- 0 1 



Oewtecfte Ssmeiluflo 'on 



BAKTERIEN/PELZE 

DER UNTERZEICHNETE HINTERLEGT DEN NACHSTEHEND BEZEICHNETEN MIKRO ORGANISM US AUFGRUND 
DES BUDAPESTER VERTRAGES UND VERPFLICHTET SXCH, DIE H1NTERLEGUNC WAHREND DER IN REG EL 
9.1 CENANNTEN DAUER N1CHT ZURPCKZUNEHMEN 2 



I. KENKZEICHNUNG DES MIKROORGANISMUS 



Bexugswichen 3 : NO . 1032 

Trichophyton mentagrophytes 
(Robin) Blanchard, 1896 

Taxonomische Beseichnung* * 

classis Deuteromycetes 
ordo Hyphomyc e tales 
fptniiia. Mucedinaceae 



Die tu hinterlegende Kultur ist: 
{+ ) etna Reinkultur 
( ) cine Muehkultur 
(Zutretfendes bitte ankreuxen) 



II. ZOCHTUNGSBEDINGUNGEN . 



( ) 8 



Medium: 



beer-wort agar 7 B 



pH tor dcr Sterilisation 7 t 5~T p 8 
Sterilisation X 5 min bet 121 -c 
pH nach Sterilisation: 6 t 3 — 6 t 9 
Verbal ten gegenuber Sauerstoft: 

( + ) MTOb 

( ) mikroaeropbil 
( ) obligat anaerob 

Beiondere Ansprflche an die Gasatmospbare: 

BebrQtungstemperatur: 
Bcbrutungsdauen 10—15 days 
Aufbewahnrog bci: + ' — ' *c 
0 behmpfungiintervall: 3 - 4 TTIO n t >i 



Die DSM nimntt tur Hinterlegung ausschlieBlich Mikroorganismen an. die gemao MerkbUtt 'Siehere Bioteehnologie: 
Bakterien' (B 006 1/92 ZH 1/346) der Berufsgenosscnschaft der eherni«hen Industrie tu den Risikogruppen 1 oder 2 
gehoren. bsw. unter Anwendung <i<r La borate he rheitirnaflnahmen Ll oder L2 cnuprcchend dem 'Gcsetx tur Rcgelung 

2 von Fragen der Centeehnik- (BGBL I, pp. 10S0: 23/06/90) bearbeitet «rerden*kdnnen. 

Dieses Forciblatt kann auch verwendet werden. »*enn der Untcneichnete ein« Hinteriegung ernes Mikroorganismus, die 
er telbst oder setn Rechisvorganger auflerhaib des Budapesier Vertrags bei denelben llintertegungsstctle vorgenommen 
hat, in eine Hinteriegung naeh dem Budapestcr Vertrag umwandelt. Dabei iet unerheblieh, ob die Ersthinteriegung ver 
(Regel 6.4 Buchstabe d) oder nach dem Zeitpunkt stattgefunden hat, tu dem die Stellc den Status einer tntemationaien 

j Htntcrlegun^stcHe erworben hat. 

< Summer, Symbols utw., die der rlintcrl*;#r dem Mikroorganismus tugcteilt hat. 

Es wird cringend empfehlcn. die taxonomuchc Betetehnung und/oder die wissenschaftlichc Beschreibung des 
5 Mikroorganamus (siche unter VII.) antugeben. 

Ankrtuicn, »enn auf cinem besondercn Blatt w«itere Angaben eingereicht werden. 
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undor vacuum or on agar nutrient medium in tubes ^ "?-3^ 



IV. BEDINCUN'GEN FOR DIE LEBENSFAHlCKErTSPRUFUNG 



( ) 5 



The culture from a tube is seeded on new sloped agar by spore 
..suspension and it is cultivated during 10^15 davs %.t + 26-28°c: 



V. BESTAKDTEH.E PER M1SC HKULTUR (w. B » «u«r«rfe»d) 
Beschreibiwg der Bejtandteile: 



( ) S 



Verfahren. die die PrQfun, auf LebwufShiskeit der Be»t» n dt«il. <rma g Uch en: 



VI. EIG ENSCHAFTEN, DIE FOR DIE GE5UNDHEIT ODER DIE UMWELT G EFAHRLICH SIND ( ,« 



1/91 ZH/3<0) der B.rufc*eno»»eii»ehaft der chemischen Industrie 1 : 



D«r .« hinterland. Mitoor««u.na» dirt unUr «oi K enden L^ > o»ich«rh«iU 0 »« n »hm e n* geh^dhabt werden: 
< ) L1 ( ) U 

^£SSZ£^ W fe "" <i< Ei ^^'«. * /Or di. Cundhlt od„ die U„w.U ..f^ <ind 

BUuanctbcn: . The strain is weak-virulent. The resui t Q-m 

?S«i app i} cation °v dose of 5oo - 6 °o tSwSd^ii?; of days 

!*£ PSr C 5 t0 the scarified, skin of a rabbit 
necrotxc scabs are formed. =.uuxu 

( ) D«n UnteRetchaetcn .ind derartig. Eigenielnften nieht bekanat. 



Ankreuien. w«nn auf „„«m e.«.»d«rt« n BUtt -.,t.r. A» e U. B «inc«„««h« w.rd™ 



Fo«nbl»t,tX»SM-BP/J Bakterien/Ptlce feweite Seitet 070? 



WO 97/07232 



PCT/EP96/03S35 



vin. wissKNSCiiAFTLiCHt i:i:sc»:?.r.rni)NC 7 ' sS 

Mature 10-15 day colony is cream, velve cy-po-.vdered flat 
with slight flat elevation in centre, growing margin strait, 
fringed, undersurface light-brown, diameter cf colony 25-30 
mm. Septate branching hyphae 1-3 urn wide, numerous pyriform, 
oval microconidia measuring 1-3x2-6 urn, no macroconidia. 
The strain was obtained by means of directed selection based 
on spore production and and attenuation of epizootic strain. 



IX. WEXTERS ANCABZN ( ) 8 

The strain was isolated from a horse in 1986 (Russia). 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Ministry of Health Centre for Deep 
Mycoses in Sanlct-Feterburg, No.VKPG F-930/I032. 



X. HINTERLEGER 0 



Nam*: Djv L.G.IvailOVa UnUfmehr 

Dr. I.D.Folyakov 
BOEHRINGER INGELHEIM VETMEDICA GMBH 

A "" hrift: SussTa" Moscow, ^ei^hter naXmnz I0 .09.I992, 
Zadonsky proezd, 24-I-I42 




* Ankreuxcn, wenn auf einem (ciondcrtcn Blatt weitere Angabea eingereicht werden. 

7 Es wird dringend empfohJen, di* wis»cnschaftliehe Bcschreibung und /©der die vorgesehlagene taxonomiache Be- 
teiehnung (unter L) dej Mikroorganuxmu aneugeben. 

8 Ankreuien, wenn auf cinczn gesondcrten BUtt weitcre Angabca (aufier den unter FuOnote 5 genannten) etngereicht 
werden, a. B. Hcrkunfi dej Mikroorgaaumus. Nunt und Aascbrift anderer Hinteriegungsstellen, bei denen der 
Mikroorganismus hinteriegt worden ist, oder da* fttr die Festlegung der Yorgetcfalagcnen taxonomucbea Bcteichnung 
angewandtc Kriterium. (Dies* Angaben find fakultativ). 

0 Der Name dee Hinteriegen mud mil der Untenchrift identiich aein. Bei Firm en mtissen swei offtsiaUe Firmenvertretcr 
untenchreiben. Wenn natOrttche Pcnonea fttr vine jurutiicae Peraon untcrseiehnea, »o ist dcren Unterachrift in 
MaAchinentchriit su wicdexhalan. 
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AK£IIKE.V:;UMC DER HINTERLECUNC VON MIKROOUCANISMEN 
FOR DIE ZWECKE VON PATENT VERT AHR EN 



ERKLXRUNG DEI ERSTHINTERLEC UNC 
(REG EL 6.1 J 



An 

DSM • DEUTSCHE SAMMLUNG VON 

MIKROORC AXISMEN UKD ZELLKULTUREN GmbH 

Maacheroder W«y ib 

D-3300 Braunichweiy 



Von der HintcrlerungssteUe *u**ufull«n: 
DSM- Aufnahmenummen I? ~2^0 
Einganfftdfttuin dor Kultur: 



Einoeoangen/Received 

1992 -10-0 1 

Devtscne Sainmiuno son 



BAKTERIEN/PILZE 1 

ff^^^ SICH ' HINTERLEC UKG WAHKEND DEfl, IN R£GEL 



L KENNZEICHNUNC DES MIKROORGANISMUS 



Btsugszcichcn 3 : No « 1 311 

Jlicrosporum canis var.obesutn 
(Conant) Ivanova et Folyakov, 

Taxonomijche Bezeiciinunff* : 

chassis Deutero^ycetes 
ordo Hypho»nycetnles 



Dm su hinUrieccndc Kultur utt 

199 1 ^ + * ein# Rwkultur 
( ) eine Muchkuitur 
(Zutrelfcndc* bitte uknuun) 



n. ZOCHTUNCSBEDINCUNCEX 



( ) S 



Medium: 



beer-wort agar 



7°3 



pH rcr der Sterilisation 7 , J-7 f S . 

Steriliaation I5min be* 121 *C 

pH naca SteriiiaaUon: 6 f 3—6', 9 

Verfaaltea tefcnuber Saueratoff: 

( ) amb 

( ) mikroaerophil 

( ) oblifmt an aero b 

Beaoodere Anapruche an die Gaaatmoaphare: 

BebrutunritempenUur: ?3 1C 

Bebrutunrsdauer: 10— T 5 days 
Aufbewahrunr bei: *• ?— 8 • C 

Obcrimpfunsaintervall: 2— 4 T 7!On*th 



^ Nummer. Symboi. mw., die der Htnt*ri<;er dem Mikraorcaninmii tugtteiU hat. 

, &Z!^ttM2Z^YfiJZX2^ und/ode, di. -^n^eh, BesCreibu., de. 

Ankreuwn. wcnn au f etr.cm bcsondercn Btatt weitere An K abcn einfereicht werden. 
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III. AUFUEW AHRUNGSBEDINC (JNGE.V ( 



Th?v strain is stored in 1 iophylised condition in rr^llcs 
under vacuum cr on ? zp.r nutrientx medium in tubes st* +?-3 0 ^, 



IV. BEOIXCUNGEN FCR DIE LEBENSFAHIGKEITSPROFUNG 



( ) S 



With sterile pipc-tte 2 cc cf sterile phisiolbgical solution 
are added to liophylised fungal material for full resuspen- 
sicn of culture. Fungal suspension is seeded on sloped ^ r 
and it is cultivated during 15-20 days at +26-28°C. ° 
The culture from a tube is seeded on new sloped agar by st>ore 
suspension and it is cultivated during T0-I5 d^ys at +-^c—'?3 , * , ^ 



V. BESTANDTEILE DER MISCHKULTUR (wenn tutreffcnd) ( j5 



Bcachreibung der Beatandtcile: 



Verfahren, die die Prufung auf Lebensfahigkeit der Bettandteile ennogiichen: 



VI. EICENSCHAFTEN, DIE FCR DIE GESUNDHEIT ODER DIE UMWELT GE7AHRUCH SIND { ) 5 



Ruikogruppe dej unter I. genannten Mikroorffanisxnui gem&fi MerkbUtt 'Sichere Biotechnologie: Bakterien' (B 006 
1/92 ZH/346) der Bcrufegenossenaehaft der chexnischen Industrie 1 : 



Der tu hinteriegende Mikroorganiimu* darf unter folgenden LaboimicnerheiUn^flaahmen 1 gehandhabt werden: 
( ) Ll ( ) L2 

Der Mikroorganumuj hat folgendc Eigenschaften, die fu> die Gesundheit oder die Umwett gefthriich eind 
eder sein konnen: 

£iue angeben: The strain is weak-virulent . The result 9-II days 
after application of.a dose of 500-600 thousand cells of 
fungal ^ matter per cn^- to* the scarified skin of a rabbit 
necrotic scabs are formed . Spontaneous recovery following 
22-25 dr.ys. 

( ) Dem Untcrseichneten eind derartigc EigcmchaAen nicht hekannt. 



L 



Die DSM nimrat tur KinterWgung au*schlie81ieh Mikroerganumen an. die gemafl Merk blatt 'Sichere Biotechnologie: 
Bakterien' (B 006 1/92 2H 1/3*6) der Bcrufscenoasenschaft der chemischen Industrie cu den RistkocTUppen 1 oder 2 
cehoren. btw. unter Ar.wendunc der L.iborsicherheiwmafinahmen Ll cder L2 entspreehend dem 'Gesetc tur Rcgelunr 
von Fraren der Gentcchnik* (BCBL I. PP . 1060; 23/0C/90) bearbeUet werden konnen. 
Ankreuten, wenn auf tiwra gesoodcrten Blatt wetiere Angaben cingereicht wcrdcn. 
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VIII. WJSSEKSCHAFTLICHfc E£SCHJIEIDUNC ; 
— ( )° 

rrZtZ*, 1 *' 1 '' CClQn y is "hite, fluffy, fl. 2t v:it> -, 

central .-.sn^-like elevation, growing ./rnn ~trv" r r 



IX. WEITERE A.NGABEN 



on spore . production and jkenuaWon STKM'SgS..' 



The strain was t 
It belong t.o the ne., ^ wai 
can is var.obesum Ivanova 

in s.nir^p^, ^— /^i.j-;, -^.^^^g ^tfaogfiaic Fungi 

X. KXXTERLCGER 0 " 



^ ^ - ^i^er in i?oo {d^r.:^-< - J . 

C*2nSS l?*S? n 2 f der ™atophyte SCicrosporuB 



Name: 



Dr. L.G. Ivanova 

Dr. I.D.Polyakov 
BOEHRINGER INGELHEIM VETMEDICA GMBH 
O^Janott DOa " 



^tez. A 



An.chnft: TjdSsxa, Moscow II5682*' E * "VJffi? 10 09 IQP2 
Zadonsky proezd, 24-I-I42 J-u.uy . 1992. 



i&XQnonusche Be- 

Mikroor^mushinterlectworrfenut.oderd.ifa^ *>» ^nen der 

«iS*w*ndU Kriterium. (Di«c Anyaben itnd fakuIuST) ^* *org«cfal,genen tmxonomachen Bcieichnun* 

M««ciunenachrifc cu wi«|«rhoi«n. jurutuche Pewon unterxeichnen, >o Ut deren Untenehrift in 



Forrnbl.t. DSM-BP/1-B.kun../PiU. (vi.«« „„ d , eUle „„ 
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anerkf:n:;l*nc ser hinterlecun.: vcn mik^ocrcanismen 

FOR DIE ZWECKE VON PATENTVERFAHREN 

ERKLARUNC BEI ERSTIIINTERLECUNG 
(REG EL 6.1) 



An 

DSM • DEUTSCHE SAMMLUNG VON 
MIKROORCAN1SMEN UXD 2ELLK ULTUR_EN GmbH 
Mascheroder W c * lb 
D-3300 Braunschweig 



Von der Hinterie gun gas telle auasufiUlcn: 
DSM-Au£n»hmenummer: ^^(f^/ 



Eingan^datum der Kultu^^^— - 

1992 -10-0 1 



Oeirteefi* SaqtmMmo /on 
* M»iifoofqani»man 



BAKTERXEN/PIL2E 1 



I. KENNZEICHMJNG DES MIKROORGANISMUS 



Becugsseid.en 3 : No . 1393 

Microsporum canis Bodin, 1902 

Tmxonomiiche Beteichnung* : 

classis Deuteromycetes 
ofdo Hyphoraycetalea 



DU su hintexiegende Kultur Ut: 
ft" ) «ine Rciafcultur 
( ) eine Miscfakultur 
(Zutrelfendes bitU ankreuxan) 



n. 2UCHTUNCSBEDIXGUNGEN 



( ) S 



Medium; 



beer- wort agar 7°E 



pH vor der Sterilisation 7 , J— 7 f 3 

Steriluation 1^ mio bci 121 "C 

PH nach Sterilisation: 6 f 3~ 6 J 9 

Vcrh alien gegcnaber Sauantoff; 

(^Jaerob 

( ) xnikroaerophil 

( ) obligat anaatob 

Bcaondere AnsprOche an die GasatraosphSre: 



BcbrHtnngitemperatur: 26—28 *"C 
BabrfUungsdauer: 10— X 5 day S 
Aulbewahrung bei: +2—8 *C 
Cberimpfungiintervall: 3"" 4 TTJOn"tll 



«hfir.n h.- „«?J a. i' 2 r' B«™ fa ;«»?««~«h»rt <*« chemiiehen Industrie «u den Riaikoeruppen I oder 2 
gelMren. btw. unccr Anwendunc der LabonicherheiumaSnahmen LI oder L2 «n:.orech*nd dem " G e.Vtl H 

.r«!i« , !T , k»n aaeh rerwendet w.rd«n wenn der Unt.rteiehn.te «i„. Hinterlecunceine, Mikroorpmumu.. die 
nit £ u R « hl "°^ncrr auserhalb d« Budape,,er Vertrap, bei dcn.iben Hinfri^8»,.lle ^«„om».n 
nL%?7lP?Vtt? T auo a pe».«r V.rirag um-.nd.lt. Dab.i ,.t un.rh.bHch. a7dfaB«WnS!SS^r 

, d ' m " ,lpunkt - — . sun. d.. st^ .*„., 

^ Summer. Symboic usw.. die der. Hintcrlr^cr dem Mikroorranumiu cugctcilt hat 

Mik«L r r-^r.™ <n ? .« ra « ,tohlTO - d « «»*»°™»eh« De.eich.unc und/od.r di. ' wi«entch»ftUeh. B-ehreibun, de. 

j Mtkroor^anumus (siehe unter VII.) antu^cben. * 
Ankreuun, w«nn auf cinem bcsoodcrcn 13 Uu weitere Angabcn eingercicht wctden. 
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III. AUKOEWAHRUNCSflEDINCUNGEN 



PCT/EP96/03535 



The strain is stored in liophylizeo ocnrj i fcio -i ir. ^.pull'sv. 
;^dfir vpcuv- on ^~.r nutrient Tnediun-. in tubes nt +2-8°C. 



IV. BEDINGUNGEN FOR DIE LEBENSF AHIGKEITSP ROFUNG ( f 



With sterile pipette 3 cc sterile phisiol:>sical solution 
are added to liophylized fungal matter for full resuspension 
of culture. Fungal suspension is seeded on sloped agar and 
it is cultivated during 10-15 days at +26-23°C. 
The culture from a tube is seedea cn new sloped agar by spore 
?nqnPTi?inn *t i<* mltivatoH du ring T0-I5 davs at +26-23°^, 



V. BESTANDTEILE DER MISCHKULTUR (we»n tutreffend) < jS 



Beschreibung der Bestsndteile: 



Verfahren. die die Priifuiig auf LebentfEhigkeit der Bestandtcile crmdglichen: 



VI. SIGENSCHAFTEN. DIE FOR DIE CESUNDHEIT ODER DIE UMWELT CEFAHRLICH SIND ( )* 



Risikogruppe dee enter i. genannten Mikrcorgmnt.mu. gcmSB McrkbUtt 'Sichere Bio technologic: Bakterien' (B 006 
1/92 ZH/346) der Berufsgenosscnschaft der chemiichen Industrie 1 : 



Der tu hinteriegende Mikroorgaaumus darf unter folgenden Labor«cherheiUrn*Bn«hmen l gehmadhabt werden: 

( ) U , ( ) L2 

Der Mikroorganumu. hat folgend. Eigewchaftea, die IQr die Geaundheit oder die Umwelt gefehrlich imd 
oaer ietn conn en: 

Bitt.mngeben: Th& strain is weak-virulent. The result 9-II days 
after application of a dose of 500-600 thousand cells cf 
fungal matter per err. 2 to the scarified skin of a rabbit 
necrotic scabs are formed. Spontaneous recovery following 
20-24 days. 

( ) Detn Unteneichneten «ind derartige Etgeiuehaften nicht bekanat. 



Ankrcuccn, «enn auf ctnem gesondcrten Blatt »«itere Angaben emgercicht werden. 
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Mature 10-15 day colony is white, fluffj, convex, ^rowiug 
margin strait, arachnoid, undersurface' brown , din—stcr of 
colony 30-35 nan. Sep.tate branching hyphae T-4 U.T: '.vide, nume- 
rous p3'riform t cylindrical microconidia measuring 1-3x3-7 um f 
few fusiform macroconidia with 3-II septates, measuring 
10-20x40-75 usw 

The" strain was obtained by means of directed selection based 
on spore production and attenuation of epizootic strain. 

IX. WEITERE ANGABEN , 



The strain was isolated fron a. cat in 1988 (Russia). 
The strain was deposited at the Collection of Pathogenic 
Fungi within the Russian Ministry of. Health Centre for Deep 
Kycoses in. Sanlrt-Peterburg, No.VKPG F-923/I3S3. 



X. HINTEHLEGER 9 



Name: 



Dr. L.G.I vanova Unuwchrift: 

Dr. I.D.Polyakov 

BOEHRINGER INGELHEIM VETMEDICA GMBH 

opa. 



A«chrift: Janptt 
Russia, 



oscow 

Zadonsky proezd, 24-I-I42 



Richter, 




Datum; 10.09.1992. 



Aakreuaea, wtnn auf cincm geaoaderten Blatt waiter* Anrabcn eingereicht werden. 

Ee wird drinrend cmpfohlen. die wiaaeitachaitlich* Beachraibunf und/oder die voirochUrene taxanomiaeh* Be- 
Kochnunr (unter I.) dea Mikroomnisraua an tu fa ben. 

Aakreutcn, wenn auf einem f eaondcrten Blatt wciter* An rat* n (aufler den unter Fuflnot* S g-enannten) emnrcicht 
wcjrdea, t. B. Hark unit dea Mikroorfiniinuu, Nam* und Anechru't anderer Hintericcun**at*Uen, bei denen der 
Mikrooronsamua hinterie^t worden Ut, oder da* fur die Feitlefunf der vorceachUrencn taxonanuschen Bexeichnanr 
enfewmndte Kritenum. (Dieee Anr*toen aind fakultativ). ouocnnoDf 
Der Nam* dea Hmteriegera mufl mit der Untcrechrift tdentitch aein. Bet Firman mueaen «wci offiaiell* Finnenvercreter 
ttat«*ehrtiben. Wenn naturlicfae Peraonen tUt eine juriatuche Peraon unteracichncn. ao ut dercn Untenchrift in 
Maachtneiuchnft au wiederholen. 
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TUDAPESTER VERTRAG UBER DIE INTERNATIONALE . 
AN*. ..XENNUNG DER HINTERLEGUNG VON M.KROORCANISiwL 
FOR DIE 2WECKE VON PATEN TV ERFAHREN 



INTERNATIONALES FORMBLATT 



Boehringer Ingelheim 
Vetmedica GmbH 
Binger Str. 173 




55216 Ingelheim 


EMPFANGSBESTATIGUNG BEI ERSTHINTERLEGUNG. 
ausgestetlt gemafl Regel 7.1 von der uracn angegebenen 
INTERNATIONALEN HINTERLEGUNGSSTELLE 


1. KENNZEICHNUNG DES MIKROORGAN1SMUS 


Vom HENTERLEGER zugetciltes Bezugszctchen: 
NO. 008 


Von der INTERNATIONALEN HINTERLEGUNGSSTELLE 
zugetethe EtNGANGSNUMMER: 

DSM 9656 


n. WISSENSCHAFTUCHE BESCHREEBUNG UND/ODER VORGESCHLAGENE TAXONOMISCHE BEZHCHNUNG 


Mh dcm unter f . bezetchneten MOcroorgantsmiis wurde 




(X ) cine wisscnsehafilicbe Bcschreibung 

(X ) cine vorgeschlagene taxonomtscfae Bczeichnang 




cingereichL 

(Zutreffendes ankreuzen). 




HL EINGANG UND ANNAHME 


Diese mtemaiionaie Huiterlegimgsstelh: nimmt den unter 1 bezetchneten Mikroorganismus an, der bei ihr am 1994-12-28 (Datum der 
Etsthmteriegung) 1 emgegangen ist 1 


IV. EINGANG DES ANTRAGS AUF UMWANDLUNG 


Der unter I bezcichneie Vfikfoorgacmmtu ist bei dieser intemanonaiea HintetlegttngssteUe am etngegaagen (Datum der Erst- 
hmtertegung) und ein Antng auf UmwandJung dieser Ersthinteriegung in erne Hiitferlegimg gemflfl Budapester Vertrag ist am 
cingegangen (Datum des Eingasgs des Airings auf Umwandltmg). 


V. INTERNATIONALE HINTERLEGUNGSSTELLE 






NameV"' DSM-DEUTSCHE SAMMLUNG VON 

MIKROORGANISMEN UND ZELLKULTUREN GmbH 


Unterschrift(en) der zm Vemeumg der mtemaxionaJen HinteriegungBtdle 
bcnigtea Pcrson(en) oder des (der) von ihr ermacfatigten Bediensteten: 


Anschrift: Maschcxoder Weg lb 
DO 8 124 Braunschweig 


Datum: 1995-01-09 



' Falls Rcgel 6.4 Budtstabe d artriflt ist dies der Zcitpunku zu flem der Status etner imemationalen Hintertegungsstelie erworben worden ist. 
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BUDAPEST TREATY ON THE INTERN ATI OljH** 
.COCNITION OF THE DEPOSIT OF M»CROORn *J*IS 
FOR THE PURPOSES OF PATZNT 7ROCEDUKE 



STATEMENT IN THE CASE OF AN ORIGINAL DEPOSIT 
pursuant to Rule 6.1 



To 

OSM-DEUTSCHE SAMMLUNC VON 
MBGROORCANISMEN UND ZELLKULTUREN GmbH 
Maechcroder Weg lb 
D-3Z12< finuiudiwdc 
Federal Republic of Germany 



To be filled in by the Deposit ary Authority 
D3M*Acceasioa Number : 
Data culture received: 



BACTERIA/FUNGI 1 



THE UNDERSIGNED HER EBY DEPOSITS UNDER THE BUDAPEST TREATY THE MICROORGANISM IDENTIFIED 
HEREUNDER AND UNDERTAKES NOT TO WITHDRAW THE DEPOSIT FOR THE PERIOD SPEC IFIED IN RULE 
0.1 3 



I- IDENTIFICATION OF THE MICROORGANISM 


Identification reference* : No • 008 

Candida albicans 

(Robin 1853) Berkhout 1923 

Taxonomic designation^ : 

class is Oeuteromycetes 
ordo Hyphomycetales 
familia Crvotococaceae 


Tha culture to be depoaited is : 
(x ) a pure culture 
( ) a mixture of microorganisms 
(Mark with a croaa where applicable) 


IL CONDITIONS FOR CULTIVATION 


( ) s 



Medium: 



agar Sabouraud 



pH before ate riliiation: 6,3 - 6,5 
Sterilisation 15 min at 121° - c 
pH after sterilisation: 5,0 - 6,4 
Oxygen relatione hip: 
(X) aerobic 
( ) micro aero philic 
( ) obligmte anaerobic 
Specific gaseous requirements: 

Incubation t em p era ture: «** 
Incubation time: 2 da/S 
Short term atorace at: + 2 - 
Interval of transfer: 2-3 months 



-c 



o • c 



The DSM only aceepta for depoait rmcroorganiems which belong to hasard croup 1 or 3, according to the BC-Chemia 
leaflet 'Safe Biotechnology', Classification of biological areata: Bacteria (B 006c), Fungi (B 0O7e) and can be claaaifiad 
^ a* Si or S 2 organisms accordinc to "Cesets aur Recalling von Fragea der Ceatechnik* (BCBL L pp. 1080; 23/06/00). 
Thia form may alao be used if the undersigned converts into a depoait under the Budapest Treaty the depoait of a 
microorganism that he or hia predecessor in title baa already depoaited, outside the Budapest Treaty, with the same 
depositary institution either before (Rule 6.4(d)) or after the acquisition by that institution of the statue of international 
depositary authority. 

Number, symbols etc., given to the microorganism by the depositor. 

It is strongly recommended to indicate the taxonomic designation and/or scientific description (see under VII.) of the 
5 mi cr oo rga nism. 

Mark with a croaa if additional information is given on an sheet. 
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HI. CONDITIONS FOR LONG TERM STORAGE 



The strain is kept on agar nutrient medium in tubes at + 2 - 8° C. 



IV. CONDITIONS FOR TESTING VIABILITY 



The fungal cells from a tube are seeaed on a new agar slope and are 
cultivated for 2 days at 37° C. 



V. COMPONENTS OF MDCED CULTURE (WREN APPLICABLE) 



Description of 



component*: 



Method(s) for checkwc presence of < 



VL PROPERTIES DANGEROUS TO HEALTH OR ENVIRONMENT ( )* 



Kaaard croup of the uucroorfaaUm aceotdiac to -Safe B to tech nolo cr, CUatiCcation of biological iftnu: Bacteria 
(B 006c), Funci (B OOT*): 1 



THE STRAIN HAS TO BE HANDLED UNDER THE FOLLOWING LABORATORY CONTAINMENT LEVEL 1 : 
< ) Ll ( ) L2 

IS THIS STRAIN DANGEROUS TO HEALTH OR THE ENVIRONMENT ? ( x ) YES ( ) NO 

if yea, pl««M specify: 

The strain is weakly virulent. 30 days after intraperitoneal injection by 
dose of 10 - 100 mio fungal cells to white mice granuloma in abdominal 
organs at 80 % of animals are formed. Lethal effect doesn't observe. 

, ( ) the underiicned is not aware of inch properties 

i 



Ua^«?^!tL^«^^ d ^V^ C, * OT ?S afM Which beton < to h ***«* Croup I or 2. aecordinr to the BC-Chtmi. 

Btouehwrtoor . OaaaUlcauon of bioioficai afenU: Bacttria (B 006.), Fuofi (B 007«) and can be classified 

5 Mark •idVn^TLJK* ? ~** R * reiunc von Fn ** n d ~ G«»t«chnik- (BGBL I. pp. 1080; 23/06/90). 

Mark with a cross if additional information is given on an auachcd sheet 
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VII. IF THE MICROORGANISM IS GENETICALLY MANIPULATED not applicabJ e .* ) S 

Compi«t« a*t*wers to be given! 

1. DATA CONCERNING THE HOST ORGANISM 
designation: 

haxerd rroup: ( ) ha*, rr. I f } hu. ex- 2 

biological safety end*: ( ) Bl { ) B2 

sensitivities: 



auxotrophic: 
special properties: 

(e.g restriction /modification system, 
general genetic recombination ) 

2. DATA CONCERNING THE DONOR ORGANISM 
designation: 

hazard (roup: ( ) ha*, gr. 1 ( ) baa. gr. 2 ( ) haa. gr. 3 

description of tb« cloned DNA fragment: 
cloned information: 

site of the cloned DNA: f ) complete genome ( ) cDNA 

(in bp) r t j subgenomic 



potential risk of the cloned DNA: 



sub genie 



( ) no potential risk ( ) pathogenic ( ) tumorigensc 

( ) tomgenic ( ) 



3. DATA CONCERNING THE VECTOR 



allergenic 



biological safety grade: ( ) Bl ( ) 82 

host specificity: 
resistances: 
plaamid /virus siae: 
promoters: 

additional reading frames: 

own infectiosity: ( ) yee ( \ no 

mobtlisable plaamid: t 1 yee I 1 no 

own traasfcr system: j 1 yee I 1 no 

transfer by endogenous helper viruaea: ( ) yes ( ) no 

4. DATA CONCERNING THE GENETICALLY MANIPULATED ORGANISM 

special properties: 

(e.g. production of use as —-vector etc) 

foreign DNA: ( ) chromoeomsily integrated ( ) epieomal 

potential risk: ( ) pathogenic ( J tumorigenic 

( ) toxigenic ( ) allergenic 

( ) no potential risk 



Accordinc to the recti larirtns of too GeaTG the DSM can only accept genetically manirmtsAfri. potentially pathogenic 
organisms for deposition when a copy of too permit issued by the competent authority (or by an equivalent n ation al 
biological safety commission) for work on the organism* rf" : — the depositing form. 



Mark with a cross if additional information is given on an attached sheet. 

GenTG = Geseta tur Regeiung von Fragcn der Genteehnik (German law for the regulation of questions concerning genetic 
engineering) 
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Vni. SCIENTIFIC DESCRIPTION 7 ( 



10-day colony on agar Sabouraud is cream smooth pasty glistening, 
elevated, with central depression, margin of colony regular 
diameter of colony 18-22 mm. Spherical oval blastospores 
measuring 3,5-5x5-8 rokm, pseudohypha 5-8 mkm wide, hypha 
2-3 mkm wide. 

Chlamidospores on rise agar 13-16 mkm in diameter. 



DC ADDITIONAL DATA 



( ) 3 



The strain was isolated from man in 1990. 

The strain was obtained by means of directed selection based on 
stabilisation of cultural -morphological characteristics and 
attenuation of epidemic strain. 



X DEPOSITOR 9 



Plena* note that tht depositor mutt be identical with the patent applicant. 



N — = Signature: J) 

80EHRINCER INGELHEIM VETfEOICA GMBH ppa: Dr. Laudien r ««^ - , 

i. V.: Dr. Hof fmann {JiQfL^^ 

Adrfram: Date: |f| 

Binger Str. 173 23.12.1994 
55216 Ingelheim 



7 M* 1 * * cross if a rl d ittana i inf onnation is gnren on an attached sheet. 

!l!L!S ^!!!!l^' rnrnm ' nf< "' 1 *° tediC * t * **" ^enptooa and/or pmpoaad taxonomic designation (see I.) of th« 

S * d • ddit i on * 1 taldfmatton (other than tht information referred to in footnote S is given on an attached 

efaoet, such a . ths sou rce of the microorgaoiam, the oao^i) and the addrese(es) of any other depositary institution(s) with 
whJchtns nucroorca nism hu been deposited, or the criterion used when drafting thm proposed taxnootmc d es ignation (The 

0 supplying of such informs firm is optional) . 

This Deposition Form moat be signed by the depositor. 

In case of a legal entity the signature* of two represents tires, officially nonanated by this entity, are required. 

uLZ^! t ^ v "* n * tuP ' !f ******* 00 b * h * tf * • the typewritten name(t) of the natural peraon(s) signing on 

behalf of the legal entity should accocapany the aignature(s). * ' 
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Claims 

1. Process for the preparation of antigenic soluble 
material comprising polysaccharide and/or glycopeptide 
(ASMP) , characterised in that fungal cells, which belong 
to the group of keratinophilic fungi or yeasts, or 
material thereof 

- are treated under aqueous alkaline conditions, 

- the solid and liquid phases of the preparation 
are separated, 

- after separation the supernatant is treated with 
mineral or organic acid, 

and . 

- after separation ASMP is precipitated from the 
supernatant . 

2. Process according to claim 1, characterised in that 
said fungal cells or material thereof 

- are treated with about 0.1-5 % (w/v) KOH or NaOH, 
at about 20 -150 C, for up to 30h, 

- are centrifuged, 

- after centrifugation the supernatant is treated 
with 0,2 - l.S M organic acid or 0.05 - 1M 
mineral acid , 

- after centrifugation the supernatant is treated 
with a suitable organic solvent or a salt, e.g. 
with an alcohol such as a lower alkanol, or 
ammonium sulphate, and 

- the precipitate is recovered and if desired 
dissolved in aqueous solution. 
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3. Process for the preparation of antigenic non 
soluble material comprising polysaccharide and/or 
glycopeptide (ANMP) , characterised in that fungal cells, 
belonging to the group of keratinophilic fungi or 
yeasts, or material thereof 

- are treated under aqueous alkaline conditions, 
-- the solid and liquid phases of the preparation 

are separated, and 

- after separation the solid phase is treated with 
mineral or organic acid. 

4. Process according to claim 3, characterised in that 
said fungal. cells or material thereof 

- are treated with about 0.1-5 % (w/v) KOH or NaOH, 
at about 20 -150 C, for up to 30h, 

- the solid phase is treated with 0.2 - 1.5 M 
organic acid or 0.05 - 1M mineral acid, and 

- washed with an aqueous solution. 

5. Process for the preparation of antigenic exogenous 
material comprising polysaccharide and/or glycopeptide 
(AEMP), characterised in that fungal cells, belonging to 
the group of keratinophilic fungi or yeasts, or material 
thereof 

- are cultivated in liquid medium, 

- the solid and liquid phases of the preparation 
are separated, and 

- after separation AEMP is precipitated from the 
supernatant . 



Process according to claim 5 characterised in that 
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- the cultivation is for up to 250h, 

- after separation an alcohol is added to the 
supernatant , and 

- the precipitate is recovered and if desired 
dissolved in aqueous solution. 

7. "Process according to claim 5 or 6 characterised in 
that 

- after separation the supernatant is lyophilised, 

- dissolved in aqueous solution, 

- after precipitation with about 1-5 volumes of an 
aicohol the precipitate is dissolved in aqueous, 
solution, 

- the solution is lyophilised. 

8. Process according to one of claims 1 to 7, 
characterised in that said keratinophilic fungus, 
belongs to at least one of the following fungi genera 
Trichophyton and/or Microsporia and/or said yeast 
belongs to the genus Candida. 

9. Process according to one of claims 1 to 7, 
characterised in that said fungus belongs to any one of 
the following fungi species: 

- Trichophyton equinum, 

- Trichophyton mentagrophytes , 
• Trichophyton sarkisovii, 

- Trichophyton verrucosum, 

- Microspomm canis, 

- Microspomm gypseum, or 
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- Candida albicans. 

10. Process according to one of claims 1 to 7, 
characterised in that said fungus belongs to any one o: 
the following fungi strains: 

- Trichophyton equinum DSM No, 7276, 
Trichophyton mentagrophytes DSM No. 7279, 

- Trichophyton sarkisovii DSM No, 7278, 

- Trichophyton verrucosum DSM No. 7217, 

- Microsporum can is DSM No. 7281, 

~ Microsporum canis var. obesum DSM No. 7280, 

- Microsporum canis var. dis tor turn DSM No. 7275, 
~ Microsporum gypseum DSM No. 7274, or 

- Candida albicans DSM No. 9656. 

11. A polysaccharide and/or glycopeptide - comprising 
material having anti-allergy activity in mammals, said 
material being derived, or derivable, from 
keratinophilic fungi or yeasts or from material thereof 
by suitable isolation techniques, for example those 
defined in any of claims 1, 3 and 5. 



12. Material (ASMP) preparable as defined in claim l or 
2 or any one of claims 8 to 10. 

13. Material (ANMP) preparable as defined in claim 3 or 
4 or any one of claims 8 to 10. 

14. Material (AEMP) preparable as defined in any one of 
claims 5 to 7 or any one of claims 8 -to 10 . 
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15. Material according to claim 11 or claim 12, 
characterised in that it contains ASMP from strain T. 
mentagxophytes DSM No. 7279 r ASMP from strain AT. gypseum 
DSM No. 7274 and ASMP from strain C. albicans DSM No. 
5 9656. 



16. -Material according to claim 11 or claim 13 , 
characterised in that it contains ANMP from strain r. 
men tagrophytes DSM No. 7279, ANMP from strain M. gypseum 
DSM No. 7274 and ANMP from strain C. albicans DSM No. 
9656. 

17. Material according to claim 11 or claim 14, 
characterised in that it contains AEMP from strain T. 
mentagrophyt:es DSM No. 7279, AEMP from strain M. gypseum 
DSM No. 7274 and AEMP from strain C. albicans DSM No. 
9656. 



18. Material comprising any combination of the 
materials as defined in any one of claims 11 to 17. 

19. Material according to claim 18, characterised in 
that it contains ASMP and AEMP. 

20. Material according to claim 18, characterised in 
that it contains ASMP and AEMP and ANMP. 



30 



21. Material according to claim 18, characterised in 
that it contains AEMP and ANMP. 
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22. Material according to claim 18, characterised in 
that it contains ASMP and ANMP . 



23. Vaccine comprising material as defined in any one 
of claims li to 22. 



24. -Vaccine comprising material as defined in any one 
of claims 11 to 23 together with a suitable 
physiological carrier. 



25. Solution for injection comprising material as 
defined in any one of claims 11-24. 

26. Material as claimed in any one of claims 11 to 25 
for pharmaceutical use. 



27. use of material as defined in any one of claims 11 
to 25 as a pharmaceutical product. 

28. Use of material as defined in any one of claims li 
to 25 for the preparation of a pharmaceutical product 
for the prophylaxis and/or treatment of allergy. 

29. Use of material as defined in any one of claims 11 
to 25 for the preparation of a pharmaceutical product 
for modulating the immune response. 

30. A. method for the prophylaxis and/or treatment of 
allergy comprising administering to a mam^i ^ 
effective amount of a material as defined in any one of 
claims 11 to 25. 
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31. A method of modulating the immune response of a 
mammal comprising administering to a mammal an effective 
amount of a material as defined in any one of claims 11 
to 25. 

32. Candida, albicans as deposited at the 'Deutsche 
Saxnmlung fur Mikroorganismen (DSM) 1 under Accession No. 
9656, and mutants thereof which also have low 
pathogenicity and which also provide material as defined 
in claim 11. 

33. Material according to claim 11 or claim 12, 
characterised in that it contains ASMP from strain AT. 
gypsevtm DSM No. 7274 and ASMP from strain C. albicans 
DSM No. 9656. 

34. Use of material as defined in any one of claims 11 
to 25 or 33 for the preparation of a pharmaceutical 
product for the prophylaxis or treatment of summer 
eczema. 

35. Use of material as defined in any one of claims 11 
to 25 or 33 for the preparation of a pharmaceutical 
product for the prophylaxis or treatment of alopecia. 

36. Use of material as defined in any one of claims 11 
to 25 or 3 3 for the preparation of a pharmaceutical 
product for the prophylaxis or treatment of eczema. 

37. Use of material as defined in any one of claims 11 
to 25 or 3 3 for the preparation of a pharmaceutical 
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product for the prophylaxis or treatment of 
neurodermitis . 



38. Use of material as defined in any one of claims 11 
to 25 or 33 for the preparation of a pharmaceutical 
product for improving the hairy coat on a mammal. 
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